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[ft ** 1 ] « t h VEGF**f*Fl t-ltt* fcbT**t«a* 
[»**3] «tthVEGF«*#Flt-l«t{*^ KM1730, KM1731, KM1732, KM1 

?48fc ±tttni75o*e,fc**J: »j»tfn*tt*-c*ft»** i 

[»**4] tfcfchVEGFSMWFlt-ltfttt* 5 . fcHMfiflO! &*»**!« 
^ [ft** 5] ttkbVEGFS#*Flt-ltt*««. Fab, Fab', F(ab') 2 , -*« 

* [It** 6] «tthVEGFSt##Flt-lfit«t^ »»«Hffi5c*. S6ft£fc 

[ft** 7] it**i~ 6 <^^#i mmfr&R* 

[It** 8 ] Ith TCGF5S** F 1 1-1 ttfr * * » * T f * 6 

[***9] ffik MEGF**#Flt-l*M*#, *>>*a-:*-/i/*M*T?**z 
t £ S#» £ ■£ ft ** 8 ffa48<Z)%ft#. 

[»**1 0] Stk bVEGFS*#Flt-lift##. KM1730, KM1731, KM1732, K 

[***1 1 1 J** MEGF**#Flt-l#t##, t HfcSMfn?*S«**8 
[*** 12] ttk MEGFS«*Flt-l#i##. Fab, Fab', F(ab') 2 . -# 

««MM3 itf K£jeftFv*&fc*#* yatfn*«t#-e**it**8 
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4] 



Sit: hVEGFg«#:Flt-lK*S:ffl^S. Blfil*l©#»T#i£o 
gtt: h VEGFS*#Flt-lia#:5E)^ ^ J 9 n — t-;i/*fi;frT?fcS 

[8t#^l 7] Sib: hVEGFg**Flt-lK**^ KM1730, KM1731. KM1732. K 
M1748fc*tfKM1750^£>fe-£>a¥i: UI«^§KftT^6fMl 5 ffi*<Z> SJfclg 

[IM18] Stt: hVEGFg«#:Flt-lSt#;*^ H MbSltt'e&Sft*^ 1 
5 IS*© ajfil^(D#®T^ffi 0 

9] fitt: NVEGFS«#:Flt-lSt*A^ Fab. Fab\ F(aV) 2 , — * 

iiM2o] «t hvEGF«*#Fit-i*ft**«. nMitm&yim. Mas* 

2 1 ] 15 — 20 ©^"f 1 ^ICfE*©*!*, ^St^^T^T 



[f6W<Z>l¥*fl&t&9i] 

[0 0 0 1 ] 
[0 0 0 2] 

[t£*tf>&ffi] 
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O****. flBiKlJlllWIf^llK"*^^^* <J.Folk—6;J. Biol. Che. 
., 267, 10931, 1992) . jfcWSftWM-ftH**: bTtt, Vascular perneabi 
lity factor (VPF) /Vascular endothelial growth factor (VEGF) #_fcaH»£* 

fcbT*!&*lTV** (M.Shibuya; Advances in Cancer Research Vol67, 281, 1 
995.) o 

[0 0 0 3] 

HJBBMHC^Ttt, rft*TK*«(A.Takahashie, ; Cancer Research,^, 42 
33 1994). (L.F.Br own & ; Human Pathology,26, 86, 1995), HSBUfc (R.A.B 
erk.an&;'j. Clinical Investigation,** , 153, 1993), tgttSfttt (L. F.Br own 6, 
• cancer Research,53, 4727, 1993). fP*«(T.A.0.l8on6 ; Cancer Research,, 

54, 276, l9 ,AmE<D^«D^hm^mmz^xvEGF^m^nx^^t^ 

SIXTHS. 

[0 0 0 4] 

JH-*-**l®***^*ftFlt-l(f«-like tyrosine kinase) (M.ShibuyaP, ; Onco 
gene, 5, 519, 1990; C.VriesP, ; Science.255, 989, 1982.)SJ:tf*2©*** 
-C^SKDR(kinase insert domain-containing receptor) (B.I.Ter-an& ; W092/ 
14748, Priolity Feb.22, 1991; B.I.TermanPj ; Biochem. Biophys. Res. Comm. 
, 187, 1579, 1992)©2a#**S*lTVx&. * r-£VEGFS*#KDR© V 9 
^a^liFlk-K W. Matthews & ; Proc. Natl. Acad. Science, USA, 88, 9026, 1 
991; A.UHichP, ; W094/11499 Priolity Nov. 13, 1992; B.MiHauer& ; Cell, 
72. 835, 199S.)i:****iTV,6. Flt-lfiJtffDR/Flk-l©*** h' * -f 
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if F* A y 200 d h y&m* ynz vegf&fi 

t-lfe^OTDR/Flk-Hc^^tl^PtlKDM^O pM£<fctf75 pK7?!&gitf)lZ%5&~? £ 0 
Fl t-1 £ <fc t>*KDR/Fl k-Hiifii^f )ftfcMM\ZS&^mz%m b T V ^ £ £ $ *lT^£ 
(T.P.Quirnifb ; Proc. Natl. Acad. Sci. USA, 90, 7533, 1993; R.L.Kendal 1 
; Proc. Natl. Acad. Sci. USA, 90, 8915, 1993) c Fl t-HCO It. t: N#3^ 
MflaCD^JC§§^£^£##S£;ftTV^ (Blood, 87, 3336, 1996 

.) o 

[0 0 0 5] 

MttSk'Bft&mm [*>f^-(Nature)359, 845(1992)] . H hMft^SMIScO 
B^A1f ft^iffflflS [3r^>i?-- • l)*-^ (Cancer Research) ,53, 4727 (1993) 

e^tir^^o 2e>ic. -g^^ffia^u^^v^«#(Z)Bggis^z)lfil^w^fflflg^cfev^T 

^b^y • V4?-=l • J\j ^*>f-fe*-S>a> (in situ hybridization) lC<fc*J 
flt-1 mRNA0O5g3^^fi?)e>^^r [if* 

X^r^^U ;* • j.'rjyyU. Experimental Medicine) ,180, 341, (199 

4) ] . ZftbOffimZs B3»Jfil«Sf*lcev^TVEGF-VEGFU"fe^*-Flt-l*«? 
«Jlft«aiS:*fcUTVxSr.i:S:a<^«f S*©7?ftS. Flt-UiVEGF^^ 

(Science) ,255, 989, (1992) ] . fif L V^IBtCO V^Ttt^flBT?*So L 
J^U flt-iae^«r««bfcflt-17 y*7? h v9^tt«*«Jffl©Jfllft?g«^> 

tft ya&£8.5~9.5H»'T?5Et:'rsr i:**e>. Fit-Hiifii^fr^c^^^ifii^irt 
fi«BBS(D«E^«;Jc^©«IB & bT ^ £ £ $ tir ^ 5 [* >f ^ <v - (N 

ature), 376, 66 (1995)] 0 
[0 0 0 6] 

SX±<D£ol,Z, VEGF33«fctfVEGFg§ttFlt-lB:, B^MJfc^JfBfi** 1/ < 
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[0 0 0 7] 
[0 0 0 8] 
(2 8) ICH-TS. 

( 1 ) It hVEGF£*#Flt-lift# UT**** BJfc»©» 



KIR /Si" 



[0 0 0 9] 

(2) ffit megf56*#fh-i3M*#, =E;fo-t;«^5rts# 
^ti:-r-5±fB (i) ia«c9#W*. 

(3) St MEGF£*#Flt-l8t#tf. KH1730, KM17S1, KM1732, KM174833 
j:O!KM1750^e»**»«k , J* ,i:,1 '*« E * 7f ** ±IB U) 

(4) ttt hVEGF**#Flt-lSM*#. K nfcK#-e**-t« < L) 

[0 0 10] 

(5) It MEGF**fl?Flt-l*t##. Fab, Fab\ F(ab') 2 , 



[0 0 1 1 ] 

(7) ±E (1) ~ (6) ©v^-fn*M*«-flB*©tt#, «I#W^ £fc 

(8) It hVEGFS«#Flt-ltt#ft*»«^t bT**** Slfil*©te 
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(9) Sit MEGFg«#Flt-l£E## % ^7 47D«-^-;i/Si#:7?fe€>ri:S:«F 
ili-6±IB (8) fB«£>?&*3&, 

[0 0 12] 

(10) Sit hVEGFSSftFIt-lJrtflcA^ KM1730. KM1731, KM1732. KM1748 

fe<ttfKMi750A^6>3&5S«kyattns*i*7?fes±fa (8) fa*<z>?&8cjg. 

(11) Sit: hvEGFgs#Fit-igt#*^ t hibStft-efe-sjtia (8) mm 

(12) Sit: MEGFggftFlt-lgEft;**. Fab, Fab\ F(ab') 2 . -*^Si^ 

e<fctf^;i/^>f KSSftFvo)v^*i*^*«>z:i:S:#«S4:'r«>-hiB (8) is« 

[0 0 13] 

(13) Sit hVEGF««#Flt-ia#^-»|#ttHfi7C*. fiflKifettfi 

^omMtitmm^fc.irMB^j:mmizm^^itrc.^x^^. ±e (8) §3 

(14) _hfB (8) — (13) <^T*i^l^cfB*tf>Si#. StStttWr/i. 
[0 0 14] 

(15) Sit: hVEGFS§#Flt-lSi#;£/§^£> BJfil*ieD»WT:&ffi. 

(16) Sit: MEGFS^ftFlt-lifcfl^ ^ 7 ^ n -^;i/Si*T*fc £ r £ £ 

ifatts±iB (i s) ffi*©aj*isis©»»T*«6c 

(17) Sit MEGF^^ftFlt-lSl&£\ KM1730. KM173K KM1732. KM1748 
feiOTM1750^&3&S»<fc ya«*l5St#T?S>-5±iB (15) g3«(D 0 ifcfgcZ)^ 

[0 0 15] 

(18) Sit hVEGF^#Flt-lSiffc#\ t hft«t#7fftS_tlB (15) E 

(19) Sit hVEGFS##Flt-ltfl#««, Fab, Fab\ F(ab') 2% 

33 <): Jajb 7 -< KSSftFv^e,3&5i¥«k y»lift5fittt'T&£J:BB (15) 13 



6 



ffiSE4f 2 000-30232 



1-056379 



[0 0 16] 

^<7)*ffli:^*fetta^X^^^^ii^^ fe ^^ i«3 (15) 
(21) ±« ( 1 5 ) ~ < 2 o ) © vvr*.* i ace*©*** «St#»T # 

[0 0 17] 

_ • h U - (Antibodies-A Laboratory Manual Cold Spring Harbor Labo 

ratory, 1988) , «T, r****< ~* ' 7 » ~ ' 

[0 0 18] 
[0 0 19] 
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S b ^cfft J: *J ?: Ifflfi I, ^*ih#§IS;fflfl§ 

£Sr»fr&3ii:T/W :fy K-v$:iSl, SA>f^UK-7t:S»tS^ *S 

fettK^&^lK, WSf-rsriilcj: u«t»a*ife, MEGFgsgffcFit-i^y 

[0 0 2 0] 

*s#fi:»e : ?'ttiiiii.a*s:fflv^Ta*b*:*©-e*y, tnt», SMfcwrtffc 

*ifc*><z>l±. f&SSgi: bT# * bi*. 
*J6WT?««StiSt MfctfMfcHu hSH^^^m^fe^tft: h^CDR (Compl 

ementary Determining Region; ffiffiffi&jgfl^c JKT. CDE^iM") #ffifiL#£ 
[0 0 2 1] 

*5fiW-effissnsii hm^rt^irimt. t MEGFS^*Fit-nc^t*£^ 

;^D-t ;i/gt# S:4it6^>f^y K-vi»J, VH £ <fc If VL &n-KtS cDNA 

mm^m a -r s 3 ^ tc <t y $ -^sbs mt^ts. 

[0 0 2 2] 

. t: hJK^(Z)i&®(05L*CDVH^i:t> , VL(DCDR K^ttSSODH h#E#:<Z>VHj3 J: tfVL 
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©CDR «JWft*ft*ft«*bfc* Fi-6cM.lt«*U * hSW©™ 

ffcttWttTJfcftFab (Fragment of antigenbindingCDBg) . Fab', F(ab') 2 , * 
^(single chain Fv; »T, scFvh^) SJctfS**/^ F*J«t«*(4 

isnlfide stabilized_F2J_^-_^^*Tl_** 3 ?T*J ^ . 
[0 0 2 4] 

s ,^ T ,g 5i gffifc h VEGFS##Flt-l«t#©Fab»r^r«:=i-F-re 

CtyjMis*. FabftMa-Tftrt* 5 ^®*- 

FaV ft" ifBFCab' ) 2 © t > " «** **» L fc**** 5 *® 

StKIS^Stt & # I" * ^ 9 * > b * 5 • 

*aUH-C«MiS*l*Fab-tt, StthVEGFa##Flt-lKfffta7C*I^*^^ 
>f h -^«abT#6rJ:««Tfft*. *fctt. *«fc^*«*Flt-l«*CDF 
ab . W ^ S .3-K-r6DNAfctt<ft««i»*^f f-^*^ 1 - 

* r i: c * y a *. F ab " * * ' * * * * * ° 

9 ffl|E# 2000-302323 
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[0 0 2 6] 

F(ab') 2 &, I gG(D^y^m^(D2m<D^^)Vy^ F*£^tf>TgP h U 

*f6raT^M^tl^>F(ab') 2 ^ fat hVEGF§S#FIt-lfiL#;£ h V-ffyWM 
ltfl)I^j()^§§ 0 $fr\Z, SStt: hVEGF^«wFlt-lfit»^F(ab , ) 2 W^$r 

[0 0 2 7] 

-#iifiL# (scFv) ^ — ^OWt-^KDVLtZm^te^Zf^ KU (JH 
L^f) SrM^Tjllgb*:. VH-L-VLftV^bttVL-L-VH/KU-^^ K 
$:^tc *«We«MS*lSscFvtc-&StiSVHfeJ:tfVUi, jfifc hVEGFg^^Fl 

t-i^t; ^n-^-;i/tSffr*-6v\ttt: F§?cdr &m&fa<D^-fti'S:*>m^&z.£.ifi 

[0 0 2 8] 

4 K£j£ffcSt# (dsFv) VHfeJ:tfVLifC!)*4x-rftl 7^ JW&M 

Zi/xr-f ymm iz&m v fc # y ^ ^ F £ ? >r £ fl* b r*g-& £ * 

[^n-r-^f > • I>^-7'J>^ (Protein Engineering ) , 7, 697 (19 
94)] {C^oT, *S#©li**^MtCStJVATaW-r«r 

[0 0 2 9] 
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\ 

[0 0 3 0] 
[0 0 3 1 ] 

l. Jati hVEGFg^&Fit-i^y ^n-^-^*©^93*S 
(l) &00>M9H 

ft t b VEGF**#F 1 1-1 * ; * n - /Hft# * * fe * K «S ft St* * b 

■Ctt t hVECF**#Flt-l*liJB*lBK:*91bfclB«**^tt*®*« !Bl * d 

K hVEGF^Flt-lSrMBaftffifC^i-^ffl^t Utt. NIH3T3-Flt-1*HJIS 
[-fe^O-* T>K f^rV>^-^XCell Growth & Differen 
tiation) 7, 213, 1996.] W^******^* 

tlT»aa«*i6^«. fch VEGF2*ttFlt-l«:=i-K-*-*£***V> 
tt *©«#W*cD!IA[-fe/l,*n-* T>K ^^rl/>^X-ex 3 > (Cell 
Growth & Differentiation) 7, 213, 1996.] fc^*** * -®*n * ~ 

J:»J»e,tlfeth VEGFSMMfrFl t-l»*»HB MS & *** 1?** + * £ K 

1 i ffl!I# 2000-302323 
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[0 0 3 3] 

Escherichia coli ) ^ J^^JV^ • X^f'JX ( Baci 1 lussubt i 1 is ) §0li/iy 

HTM. A^;i^xM#cDlfflS^M^$ti-6o ^-e^bTli. if^;*r n ^ -fcrx • ir 

fcf m ( Saccharomyces cerevisiae ) „ y U 1z 3< • ( Schizo 

saccharomyces pombe ) ^#M^£*l£o ttttilBflSfc bT t: h (DMB&X $> £ 

*-£>CH0*Bfla*^«^S*lSc B&iffllSi: bTfc*. Sf9. Sf21 
f±S3) . High Five (>f > fcf hn jl >*t») • ^ffil^StlS. 
[0 0 3 4] 

WittxS/xUtyoiJ ( Escherichia coli ) fclg^i: bTJHv*S« 

#jf*bV**<* filitf. tfflEOpGEX (77;b7S/7tS) > pET $/*^A (J A 
[0 0 3 5] 

^g^^ssix.^ z-omxjimt: bra, mmizdM^mAir^^mx^ 

• ^2/3^-;i/ * Ttfy 1 ^ - • • t>fx>^ • • if • U. S. A. (Proc. 

Natl. Acad. Sci., USA),69, 2110-2114 (1972)] . ^Dh^^hS (4#gg0g 
63-248394) V^tltf^iStijB^ &*15 0 
[0 0 3 6] 
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W rt±tUJi^*Mi:tt. W****-^** YEP 13 

(ATCC37115) , Y E p 2 4 (ATCC37051) . Y C P 5 0 (ATCC37419) *#X» 

(Nethods. E nzy„,ol.),194, 182-187 (1990)] , ^xO^hffi ^^ 

• U. S. A. (Proc. Natl. Acad. Sci., USA),84, 1929-1933 (1978)3 , ffft 
[^-^^^•^^Wa^-U. Bacterid.), 153, 163-1 

68 (1983)] m~ V*-f*X©:#&*>8 v%l& *' lS ' 
[0 0 3 7] 

*««*«:fefcbT«v,*«Mrici*. a****-*^- pAG 

El 0 7 [#M¥3-22979 ; 1M h^* 7 O S>- (Cytotechnology) , 3, 133 (19 
90) ] , PAGE 103 l„*-i-A,-*?-«4**ZX*»- (J.Bioche..) 
101 , 1307(1987) ]«gS#J^e>*l,S. 

fl^T*,*^* «*t* (CMV) OlE(i-edi.t. ear 

iy) *e*©*n*-*-* sY40**v*tt**n***>f>©*n=e-#-«# 

[0 0 3 8] 

echnology), 3, 133(1990)] , U (WWW27075) , U*7 

ex 3 >«e C^nsz-^-f >^ - *7 ■ * • tfat* • r*** - • 

• tf>f x>* • *7 • * • U- S. A. (Proc. Natl. Acad. Sci., USA),84, 74 
13 (1987)] ^ Vx-f*l,©^?£ : bfflV>e>tx2>. 
[0 0 3 9] 

! 3 ffi!Ef#2 000-302323 
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> • U^r=L^— - A^^TU — % i^^;i/^>hl ~3 4 (Current Protocols 
in Molecular Biology Supplement 1-34) . A^n. U "0 <i ;i/JX * 4 # XZfUy i/ 
a y • s<9 $ — X, T • ^aK^ h U — * V — 17^1/ (Baculovirus Expression V 
ectors A Laboratory Manual) ^lCfB«£ tltt&lZ <t o T. #>A^K£5§3[ 

* rL n >f /b* *S**HflBJc#»A bTM*ifflJK*S*±«*tcfflg|* 9>f ^/Xi 
[0 0 4 0] 

jfrg-f-^A^ ITil Mill pVL1392. PVL1393 . pBlueBacIII ( 

t ^ h ^7 7 7--*y-7-*^-A^.-*.i/-7~ -_/j<y/\ Kn^x • ?>r;bx(Aut 

ographa californica nuclear polyhedrosis virus) t£ififiR}\/\t>tl&* 
[0 0 4 1 ] 

-fc±IHA#^n^>f;i/^©^*A#jS6i:L/Ttt. flAH U vK^l/S/^Affi 

(#§^2-227075) . U 3KVat^e/a>S [^n$/-f-f>^ * • if • ± 
i/ai-JV - T^J-r^ - • • iM :c>x * Jf? • if • U. S. A. (Proc. Nat 
1. Acad. Sci., USA) ,84, 7413 (1987)] *#JBV* 
[0 0 4 2] 

tSitttSS [;Utr^;Di/- (Bio/Technology) , 6, 47(1988)] 0 
[0 0 4 3] 

^n-->^ ^2fiR. Kx^y >^V\-A-^>}?^ h y - • [Mo 
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,ec«lar Cloning 2nd edition, Cold Spring Harbor Lab. Press New York (198 
[0 04 4] 

[0 0 4 5] 

*,j:vx (*i/* a 9--^n-->y *2JK) . WW*. 3MHBW**** 

pBtt s.o~B.oc«M-*. wmm^ r**u**. 

ft* W*^9A. T>*-T**ftHV*Tfl*. ««*tt*«IC*CT. 

T > tf s/ U >^ r- 5*-f >^©i5t*«^ bt % <fc v*. 

ffi ^ t ^RPMIl 6 4 0«*. E a g 1 e«>MEM««*tB^6«« 
KMWm****^*****"**'*- ««5W» 2 #ftT. 35 

MSftT^eTM-FlWHt [7r-?^x> (Pharningen) «*] . Sf900IISFM 
[^^yn,^ (Life Technologies) &»] , ExCelMOO , ExCell405 

I 5 fflgE# 2000-302323 
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[V^ift&JRH /H^i^-<X>^-X (JRH Biosciences) *±§g] ^^x^v^^tV 

^(DtfL^Si^mmzmtu v x t> <k v*. 

[0 0 4 8] 

» A4>«±» K 5 a « t: E JR * . 

[0 0 4 9] 

fc h VEGF£*ftF 1 t-l CO <£, V^ $t # £ * © * * * £ V ^ ttlfe^g B ft 

£ bTiBBlB^JC^ifea*ife«^lctt. ««±»* KISSES est SrEFiR-rsrk^ 
[0 0 5 0] 

«*«ico^Ttt, mm. mm. aw> 

[0 0 5 1] 

cfcottSigtSIfc^t-SS, (3RH|Advanced chemTechfrtg 
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) /^^^x^v-^/O (#HPerkin-El«er*t«> . 7U* (*fflProtei 
„ Technology Instrument^) , (tfHSynthecell-VegattW) . B# 

[0 0 5 2] 

x -r * ' t c <t o x * is h -r & r * * * • 

[0 0 5 3] 
(2) B&*fflftffifc&**£ i W* ! ® ,,,5B 

>FfcLTtt, 70 ^>F©^rS?^^>KCo^lete Freund' s Adjuvant), 
[0 0 5 5] 

iia a i~2»H*c3~io0*f*. 

*ttiMfcllffiafcU50~100M«#«F*bV.. 3-7 B glCftttift*<0 

*««£& (ELISA m : B»»Kffll < 1976 *> ] 

! 7 {JJIE#2 000-302323 
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[0 0 5 7] 
[0 0 5 8] 

(3) #MB*HB§£>SSS2 

(BALB/cfisfc) #MffiMfl§^P3-X63Ag8-Ul(P3-Ul) [G.KohlerP> ; 3- 
D bfT> * — * tf*:/ *^f^;P £/V (Europ. J. Immunol.) , 6, 511(19 
76)] , SP2/0-Agl4(SP-2) [M.Shulman P, ; * >f ^ ^ — (Nature) , 276, 269(1978) 
] . P3-X63-Ag8653 (653) [J.F.Kearney ; fib . tJ-^ ■ ^A; rJ^V (J. 

Immunol.) , 123, 1548(1979)] . P3-X63-Ag8 (X63) [G.Kohlere> ; *>f^-( 
Nature) ,256^ 495(1975)] -f > • ¥ h U (in vitro) T?ifjfi «Jfg&#MM 

flg^^^T^C2 X10 7 f@«±(Z)MJKSS:^5t«-r^c 
[0 0 5 9] 

(4) jBfla»-& i: ^ y ^n-^i^ttoas* 

±ffi T*# *i fe m#S£*Bffi i: # IfiE^SS £ £ b fc © % , *° U m 1/ > if 

5>f =i-^-1000(PE(^1000)ft^©iWflS«l«tt«#&»it, jWfiSrlR^S^ Jg 
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t 



«««IC#6*l*J:^»=. HAT (IE*** CEPMI-1640 ig^cW^ 

(1.5-0 . < 5 X1 °" 5mK *«>**" S '='< 10 '' b/ " 

,) SJ^ftMtCFCS) (CSL «:» 10» 
(10- 4 M) . (1.5 X10- 5 M) fiiffT^^'^ < 4 Xl ° 1 > * 

[0 0 6 1] 

[0 0 6 2] 

,vf*.J K-VKM1732(FERM BP^BjtfSitSTWUCl^?^*** 
*^ 0 -^«*n"32. /W^y F-VO1780(FERM BW687)tf**W 



1 9 
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^XlgG2b^y^^^lzm^^>^J 2 O--^;I/£l#KM1730. /\>[yV K-VKM173 
1 (FERM BP-5718) #£jg^£V^;UgG2a1f:/^;*lcM^£^7#n - ± frtKtk 
KM173U /Wt/U K-VKM1748(FERM BP-5699) £ V^XIgG2bij-^r^ ^ 

^^CMt-^^y ^ D-^;b^ftKM1748. £J;r>\ A>f K-VKM1750(FERM BP 
-5700)^*jg*r-5V^^IgG2b-^^r^^xtC«'r-6 ; Ey ^ n ~^;bfii#:KM1750& 

[0064] 

(5) tu—i-jvmikomm 

li^UX^>®l [2,6,10,14-^ h^^5 1 ;V^>^T r ^7>(Pristane)0. 5ml 
[0 0 6 5] 

^-/^n-^St#Sr»lBt. »»-rs;£i£i: bTfcfc. SA^K, 40—50% 

SS&T^-^-MC <fcS*«f. A^y^/SifcJRffi. DEAE-fe 77D-X^7i., 

£ ©Affile <fc IgG &£W*I*M H#S:II!JKU WS^ 7 * n -i-jbUik 

[0 0 6 6] 

. IgG2a , IgG2b , IgG3. thTH IgGl, IgG2. IgG3, lRG4*<&tf t>tl£>j$. 
4#£V>XIgGh IgG2a , MgGl* >f «#ft#ft«BIS«*?Stt (Jg*T. 
CDC *gft) j3J:^*Lftft#Sa5Sg^S«S («T. ADCtfgffi) fc*U i&S^CD 
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[0 0 6 7] 

2. CD -«KhVBGF*##Flt-l 



(1) l:Hti(*»^^-® : 

*i j# A-r « r. t k * y * ti & %» © & * . 

[0 0 6 8] 
[0 0 6 9] 

flittf. PAGE107 [1M hT? /O^-(Cytotechnology), 3, 133 (1990)] , 
PAGE103 [^-^•^-^•^^^^h'J-CJ.Bioche..), 101, 1307 (1 
987)] , PHSG274 [S?-> (Gene) , 27, 223 (1984)] . pKCR [^^^ 

. ■ if • • T*t^- • ' i>^(Proc.Natl.Acad.Sci. 

),78, 1527 (1981)] , PSG1/U2-4 bir* , D (Cytotectaology) , 4, 

173 (1990)] *#*lf&n*. »*>IB1»H«*** 2-lCEV^-/0 

iv/NVt-tbTtt, sv40©W87n*-*-i:^>^>-*- C^-^/i/- 

*^WW*^5^by-(J.Bioche..), 101,1307(1987)] , *U---?V*& 

V*-* ■ 3=rL^>T-i/3>X(Bioch e m.Biophys.Res.Comun 
.), 149, 960(1987) ] , X*XfA&W}>* m<D7B*-9- [*/KCell 
), 41, 479 (1985)] ["feMCell), 33, 717 (1983)] *1fi*>V 

2 1 mtE#2 000-302323 
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[0 0 7 0] 

$T^f- >fA;ni/jj;i/- *VyX (J. Immunol. Methods) , 167, 271(1994)] 0 
[0 0 7 1] 

(2) H HJ«^^t&fe©tn:ft©VHj3<tmL$:=2- F~f £cDN A CD 

t: h^0)Kf#i(Z)Si#:. ffliU v^xjftfc: MEGF^gftFlt-i^y ^ n--^ 
t: NVEGF^#;Flt-imftjS£/W K- V# J: U mRNA£fi&ffi U cDNA£i^& 

cDNA^^y^u-$r^i?*ra D m^>r^^u-j:y. t: ba^m^om^ m 

- F^^cDNA^^^-^^^^T-^fe^VN^ffi^x^^X^ F\ £<J:tfVL£=l 

- Fi-^cDNA$:^i-^>fflg|x7T-^^^V^^^ ! gg|A^ , ^X^ F £ *l-?*lif£@l 

[0 0 7 2] 

(3) t: M^^7fiifl;^^^-0Si 

F1-^ite^-(D_b^(c. t: F«^c^K^OST:#:c7)VHi3i:tfVL$:3- F^^cD 
NAfcftlAU b h§?**^m#^^#-£=fi§llJ-£:i £&T%$> 0 

&£>^££>fc: h«^C7)iS©(Z)K^CDVHj3 cfc^VL^rri- Ft" £cDNA£ ^ n if 
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[0 0 7 3] 
(4) t 

nSfflii^S«« (CDR) Wfct^ [S/-^r>S/X- 

jyX- 4**™* (Sequences of Proteins of I. 

unological Interest) , US Dept. Health and Human Services, 1991] . *b 

t#cdr 7 a j'mmm (cdr mmi"^ **i©ift*©v ««® * * ' wm Ci/ 

ences of Proteins of Immunological Interest) , US Dept. Health and Human 
Services, 1991] fctMRT* ' t l J HS* & ^ .6. 
[0 0 7 4] 

( 5 ) K hSCDR ^*m#©V«*££ 3 - K-T *cDNA©«* 

aiLtf^Protel 5 . Data Bank iCfiSW^t h«*<W«*©FI©r * 7 M 

X- rfrt^X- *f' 4*JO*J*»- 4y*»** (Sequences of 

2 3 ffi5E#2 0 0 0-3 0 2 3 2 



*3 
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Proteins of Immunological Interest ) , US Dept. Health and Human Servic 
es, 1991] ifi3bVf*>tl&tf+ M^ffitt^t^t: M5CDR ^fflfitftfeiflSffS 

»*b<tt65%JK±©ffiRHtS:*-r-&ii:^S*bv^ l^l^hhSft 

#©VM^c©CDR ©T^ ^Kffi^Jfen- &DNABB?rjS:3«JgS-e:T. VH. VL**l 
-rtLCOT^ yge@H#I£n- Ki-SDNA IJ#|«:KfH'5- CDR#ffi#L#nT£ffi«ai 
e^SrW^I-Sfe^tcKW-LfeDNA ffi#I £: #5 £DNA6J#I SAA-f 

^>J:■5^C*^R^CoV^T»*©-&«DNAS:Kt^b. **l&S:fflV^T3Ky *^-i=f * 
^■ai>f>- U7?2/3> (Polymerase Chain Reaction ; J^T. PCR£|Bt~) S:ff 

e» B pcr T?©Kjc5»*fe<fcrjp-&^«riB*;DNA ©fia^&#«ic-o^T\ g^u< 

SJ: *JfcS-&j£DNA&#v^T-ls:>;*, T>^iE h *fC±BB#IS:'&/fiU "£ti 
[0 0 7 6] 

(6) t: M?CDR #ffi^©V ««©T^ y»iBJ!l©&^ 

(BIO/TECHNOLOGY) , 9, 266 (1991)] . flt't h^&ODV fl^CDFRCOT 

BB^bT^s^coBriBttSr^-rsT^ ; k»s & %> t © n vufr<bMty<Dmmz 
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[0 0 7 7] 

,. W ,TIW2 (5) ^^C^Jii^S. PC ««> 

-r) smwi"*" 

[0 0 7 8] 
[0 0 7 9] 

(7) thSCDR &WBL#>f&l*9*- <D * m 
WE 2 (l)(DKhtt«»*M!^'-® ,:1>!t * WI * ffCL * 3 " Ft6 

i ft cDlIA*««r6fc»®I«®»« , ^ fi * tfS, **^ , ^ fl)5,E * ,C3l,a 

[0 0 8 0] 

(8) Kh«tt#©-Jltt Ch?>5>*>h> »*JSJ:lHSttlMi 

wtti*^**- s*tHWS2 (7) c^amm^f* 

2 5 Hi siE# 2000-302323 
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-feSVUi-etl&OaS^^ #-£C0S-7ifflB& (ATCC CRL1651) iC^Abttlh 
ftSitffc©— ifitt38SI [* VyX • >f > * 3# U>f y ^ • F * y*- (Me 

thods in Nucleic Acids Res.) , CRC Press, p. 283, 1991] SrffV\ ^(Dfg'tt 

[0 0 8 1] 

COS^M^ftmm^? #-<DmA8k£lsT&, DEAE- f^h7>ffi V 
>f>- 2#U-fy#- 7 X >7 K* ] Jif — ^ (Methods in Nucleic Acids R 
es. ) , CRC Press, p. 283, 1991] . U #7 :c # $/ a >& [^nSz-f-f 
?t~7 - if • -^-2/ a^-;i/ * Til"?^ - • ^-^f • -*J->f x>;* [Proc. Natl. Acad. Sc 
i., 84 , 7413 (1987) ] mifi&Vfbtl&a 

[0 0 8 2] 

(9) fcMfcSt#©*£ (X^-^;b) ^SiasitfSttWffi 

1913 2 (3) ©t: hM^^^m#56^^^^-fe<fcO ; frrfE2 (7) cDfc: HMCD 

[0 0 8 3] 

1^2-257891. W hf^;n^- (Cytotechnology) , 3, 133 (1990) ) 

V^^SP2/O-Agl40flg (ATCC CRL1581) . V ^ ^P3X63-Ag8.653 MB& (ATCC 

crli58o) . p^Fumm^Timmmfc^- («t, dhfr*s>e^;&i-) 

£CH0 ifflJK C^D^-^-f ■ * if * ^-2/a^-/I/ • 7*}"r^ - • • if 
>fX>X (Proc. Natl. Acad. Sci.) , 77, 4216 (1980) ] . v h YB2/3HL.P2 
.G11.16Ag.20fflBS (ATCC CRL1662, J^T, YB2/0 UU^^) ^tl&o 
[0 0 8 4] 
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thW^Stc41t§«S6«t»< #H¥2-2578 
91CWiSSftTV^#i&tC*^ G418i3J:tfFCS S:^toRPlII1640JgH6lC J: »J 

iit^srtm?'. ^*«*coti h<b»i*©»tti*taaai (5) cei 
©****c*ysojrr*. *K«ift*^ ^¥2-257891^*^ 

[0 0 8 5] 

[T^*^* (Antibodies) , A Laboratory Manual, Cold 
Spring Harbor Laboratory, Chapter 8, 1988 ; ry^jj^-f Xj fcK 

M?i#©^flit iKyrf^rs Ftf (SDS-PAGE) [* >f * 

(Nature) , 227, 680 (1970) ] *9M*^n!ffO^ (T>*# 
f^X, Chapter 12, 1988) ^T-iHS-T 
[0 0 8 6] 

[0 0 8 7] 

(1) fitftW^Fab, Fab', F(ab')©fMB#a 

Rffit MEGFS##Flt-l#Mfr©Fab, Fab' &5 VM2F(ab* ) Bft# S n - 

*ifcfCJ:»;»?ia^ Fab, Fab'fcftVMiFCab^SrKJS-rsrt^-CS*. 
[0 0 8 8] 

2 7 ffifE49 2 000-302323 
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Fab, Fab\ F(ab')^fi^ * U 7 £ U S F^/b««C»» (SDS-PAGE) [ 
*>f^*- (Nature) , 227, 680 (1970) ] *9x^*>^n yf-O^ffi (T 
>^3}<7 r ^X, Chapter 12, 1988) $jETMtHj£t*£o 
JffgSbfcFab. pab\ F(ab' ) Sfc. Fab. Fab', F(ab* ) (Z)VEGFJC*f 

o 

[0 0 8 9] 

(2) ttt hVEGF**#Flt-l-*«L«t*(Off»** 

fufH 2 (2) , 2 (5) ££#2 (6) {cfB«® b: hJet^a>»«CDfit**S V^ 
ttt M?CDR SMglft#©VHfc±tJPVLS:3- Ff *cDNAS:— ^Siff^M^^ ^ 

[0 0 9 0] 

MjLtf. PAGE107 [i^-^r ^ D (Cyto techno logy) , 3, 133 (1990)] . 

PAGE103 li/V—f-JV * * A>f Ji"^* h U -(J.Biochem.) ,101,1307 (198 
7)] , pHSG274 [^-XGene), 27, 223(1984) ] . pKCR [ :7 n ~r -f > ^ • 
Jt~7 • if • -f-i/B-f-JV - 7#T r ^- • it^f • if -f3:>X(Proc. Natl. Acad. Sci.U. 
S.A.),78, 1527 (1981)] . pSGl 0 d2-4 [if >f 9 J U $7- (Cytotechnology) , 

4, 173 (1990)] «tfftife»ti6. -#iSt#fc»aa«fe«)©8ii:bTH: 
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[0 0 9 1 ] 

aWSftfea*****-^ VH-L -VLfcSVMiVL-L -VH <Ltt*WF 

;wWF©T«c*Ai-*^"^ B«©-**«*fc3-F*6eDHA# 

-*fUft<*&3-F**cDNAtt, VH*=i-F-*-*cDHii:VL«:3-Kf*cDNA4: 

T% ^tfPantoliano^Cj:^*^^ [X>f**5*HJ- (Biochemist 
ry) , 30, 10117(1991) ] VM**4x U ^ - fc ^ * 

[0 0 9 2] 

(3) ffifc hVEGFg^Flt-1^7>;V7-f FScJfcflStttt©^** 6 

5?*/l/7-f V^itmmt. K h£t^«D»*©«t#<0VHfeJ:t)fVLS:3- Ft* 
cDNAfcSW** hS!CDK»*Stf*OVHfcJ:0fVL.S:3- F-r*cDNA©*ft*n©3i 

©pcr sffl^fcSE^AtSJciy^f^ifc^**- 

[0 0 9 3] 

KftftiMMMra** * - * bTttiWEWfe ^*«^*=«- K**cMiAftMa 

»«s-e*ft*©T?fc*.tf* v^***©^*^*'**"***- pa 

GE107 [1M aS?-(Cytotechnolow), 3, 133 (1990)] , PAGE103 [S? 

^-^-^-/W^S^hU-O.Bioche-.), 101, 1307 (1987)] . pHSG 
274 [SJ-XGene), 27, 223(1984) ] . pKCR l?U*,-74 ' ' * ' 
■i-i/aT* ■ 7#^~ * *>fx>3l(Proc.Natl.Acad.Sci.),78, 1527(1 

2 g ffiffi#2 000-302323 
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981)] , pSGl)Sd2-4 [*>f ^ y n S/- (Cytotechnology) , 4, 173 (1990)] 

[0 0 9 4] 
(4) #atS#<D»*£J:tf«ttfF« 

fuIE (l) ~ (3) T«*a*ifeK#»r^r»3*^^*-. -^Rttasi'** 

#L iM^^^-^il^^ hnsjf l/-2/a>ffi [# [^2-257891. -F-f hrf 
7 Ui/- (Cytotechnology), 3, 133 (1990)] «f<Z>*8SJC J: U f&^Mfi^^A'*' 

StffcH «*-5v^i^^7-f F^ftm^L BtfTTS 
fcl iKaH^mtufS l (4) jcffi«©*j£*K:J:y5tSt'S3.^*-e*s B 

[0 0 9 5] 
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[0 0 9 6] 

»»Sftfc-*«lft*tt. ttflBl (4) {CfStt©*fe«^J:y??JlS-r^>^i:** 

«fc»*Lfc©^ *Stt&*t-*«Jt^t*<*ff [refolding**. 

5- • -f^ynS?- (Molecular Immunology) , 32, 249 (1995)] ICiU^*^ 

[0 0 9 7] 

£ift{*tt«*.tf Anticancer Research, 11, 2003, 1991; N a t u r e Me d i 
cine, 3, 3 5 0. 1 9 9 6 IC^o T^M* S 3 4: #T*£ *. m<*i:«** 

ding of National Academy of Science USA, 93, 974, 1996, Proceeding of Na 
tional Academy of Science USA, 93, 7826, 1996lC«oTff»-*-* £ 

&. m»^i&^^M^tmmzm^^m^mmm^tscie n ce, 2 bi, 

212, 1993fC«oTffH-i-»2:4:*«TSS*. ^^Mtt^^*^^® 
a-&feB^fS#a:«Iit«Antibody Immunoconjugates and Radiopharmaceutica 



3 i ffifE# 2000-302323 
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Is) ,3, 60, 1990; Anticancer Research, 11, 2003, 1991KlS£ o TfNS3~f~£ ^ 1. 
[0 0 9 8] 

i*x tt#»^©w*ttjc«oTi*i#ttra{a7n*. gas 
h^>r>. b*->>. mm&¥) . feft*<Dmm&¥*mmmmmizmmzi± 

[0 0 9 9] 

5. m^mm^m 

hVEGFS^ftFlt-ltJg^U ADCC, CDCf 0j5lft0X7x^ ^-ffifi 
[0 10 0] 

[0101] 

mm, am ^-:/ffl*#&w r &*i*. 
ftp«#jcai^a»a4:bTtt. jl*h. ^n^m *-?±)im. tm* mm 
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[0 10 2] 

[0 10 3] 
v^T IBIS'S" 

[0104] 

£*i&©#M^fflKfcv^*«B»^**^ kLTW * b fc* dfc ****^ 

#fi*lCfcyjl*!**ViI*l*Al H^fc*J 1 0 m g/k g~8mg/kgT'fe 
[0 10 5] 

#?8ffi^b&VEGFg«#Flt-l tC^ft^^E^ #0-^;i/SE#«U SALMIS 



ffi|iE4f 2 0 0 0- 3 0 
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jy^hnmmtLxit, «<*«#ttiBj&i**stt (cDc?stt) sues. 

[0 10 6] 

CDCM, ADCC^Sffi. fitllSSHI&ta, Cancer Immunology Immunotherapy, 36, 
373, 1993., Cancer Research, 54, 1511, 1994.^ffi*©:fri£lCfl£^fT "5 r £ # 

[0 10 7] 
6. filfil«|©»»f*ffi 

#:Flt-l^TfBCD^^^^^^tC^ffl^fe^St-^*S^^^e>tl^>o 

(ria) . ^*Siwas»feiSfcif<z)ftffiifiiKft^iefejsfi (abc*s. 

*>K-f y^ELISA j£ [*?D-«j»7-a7^ («Ktt*>fX 

>fO^;>, 1987^) , K£ft¥3UMft£5 *«4ft^W3«tt (JlWtffc* 

HA, 1986^) ] fcifSr/i^SrfctfT?**. 
[0 10 8] 

Hkyfcfn>{$iti&^ Monoclonal Antibodies: Principles and practice Third ed 
it ion (Academic Press, 1996^), U - Vfit^HJ^V — n (SK8Stt-9->f 
i>r-T7>fy?, 1987*£) *(CflB«Stlfc*aS:ffl V^Tff ^ r il^7?SS„ * 

$ blZ-7)V#lsi/y - >f V^*2/T*- h (FITC) fc S 7 -< 3 :n U 
[0 10 9] 
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) It. Monoclonal Antibodies: Principles and practice Third edition (Aca 
demic Press, 1996^). |^D->SMiV-a7;b mm±V>( X J 7 
4y$. 1987*£) mizmM£frf~'%&%:H^Tfft>Z. £&T*£Z> 0 

^#*6t^ (elisa) it, ■frMLtc, mm^^^it^oy^w^ mm$>& 
^itt(Di&&m. mmmm±m. dam, m*. m.^ mm^}£\z, ^mmoirLfa 

[0 110] 

ffi«ft*v^i*(D«»*. $Hjsa^«±w. ifli^f> B$*. a*** sR*a^tc, 

[0111] 

«K©*ft#&KJSSl*\ $ £>lc:7;b;* W>> • >f V-^^-S/T*.- F (FITC) & if 
gdS^IL ^;v;t3f KT^>aif©BiR«»S:llBbfcSi-f 

[0 112] 

> *5B«©*rt*S:^a^i:1"^. ejto5g(Z)»Wf**S VAttJ&SRSItcBB'tS- 
LO 1 1 3] 

SUfrW l Stt: hVEGFS^*Flt-l^y # D-^;Wfi#cD$Biffi 

tftFlt-l^Ey ^n-^ASi#&^il^*^W^U F — VKM1732 (FERM BP-5698) 

:/U K-VKM1730(FERM BP-5697). J\*i~f x ) K — VKM1731 (FERM BP-5718) 
/W^y K F-VKM1748(FERM BP-5699). KM1750(FERM BP-5700)£^- 



ffiSE4$ 2 0 0 0 - 3 0 
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ft ^tt5 -20X10 6 ^BS/E$:^U^^>®ab^8 ifrfr 2* - FJIiV 9 * (Balb/c 
feSofeV9^e>, (1 ~8ml/E£) U JB^^IS (3,000rpnu 5 # 

[0 1 14] 

(Zymed ) tfc»] Srffl Vxfc**^fcffiWftffiS:fTo fe. KM1732ttV^X 
IgGli^^X, KM1730 (FERM BP-5697) ttv ^ X. KM1731 (FERM 

BP-5718)^V^XlgG2a^-^^^X. KM1748(FERM BP-5699) V * IgG2b^^f^ 
fc«fcl>\ KM1750(FERM BP-5700) (iv 9>U*G2b* *5 7s\zM-t Z> ^ 7 # 

[0 115] 

jfit: hFit-i^y ^n-^-;i/St#©n hjSi(HJiet*i:a>jE^tt©fltS 

thft*ai*»i:l/TH »/>«BiBaSBC-3 (Cancer Research,54, 1511, 1 
994.) . SBC-5 (Cancer Research,54, 1511, 1994.) > JHrB^-tJKSfiCalu-l (Ca 
ncer Research, 54, 1511, 1994.) , PC-10 (Cancer Research,54, 1511, 1994. 
) , WKJBPC-7 (Cancer Research,54, 1511, 1994.) , HLC-1 (Cancer Researc 
h,54, 1511, 1994.) . **SColo205 (ATCC CCL-222) . ^S«Hela (ATCC CC 
L-2) . §mmCkS (fca-T>*>fX>^*«#fflJCRB 0240) . OVCAR-3 
H*$^<fcU^A) - W^MKN-1 (Cancer Research, 46, 4438, 1986) . KatoIII 
(Cancer Research, 46, 4438, 1986) . fL«R27 (Anticancer Research, 12, 112 
1, 1992) . MCF7 (ATCC HTB-22) . PSHPAF-2 (ATCC CRL-1997) . BXPC-3 (ATC 
C CRL-1687) . Capan-1 (ATCC HTB-79) . Capan-2 (ATCC HTB-80) . 
G361 (ATCC CRL-1424) . Sk-Mel-28 (ATCC HTB-72) . W&¥*lifiMNAGAi (Cane 
er Research,54, 1511, 1994.) . YT-nu (Cancer Research,54, 1511, 1994.) 

^y*^^h-VA172 (ATCC CRL-1620) , T98G (ATCC CRL-1690) . Bstm 
Jurkat (ATCC TIB-152) , U-937 (ATCC CRL-1593) . HL-60 (ATCC CRL-240) . H 
SB-2 (ATCC CCl-120.1) . TALL-1 (Cancer Research,54, 1511, 1994.) , KOPN- 
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K (Cancer Research,54, 1511. 1994.) , NALL-1 (Cancer Research.54, 1511. 
1994 ) . HEL92.1.7 (ATCC TIB-180) . HPB-ALL (Cancer Research.54. 1511. 1 
994 ) . K562 (ATCC CCL-243) . CCRF-CEM (ATCC CCL-119) . CCRF-SB (ATCC CC 

1-120) ft*V*fc. *fc. &nmmtL-zKi*»*9***«>**** mm (i 

UVEC) (CloneticsftJ: *JPA) &%^t-. 

mmmi ia*fc«e megf***™-!* j * n -t;«^ ***** 

, bD -*a#J:tt. V**l g Gl W <CSU MEGFg^F.t-llC 
ttR ***. ^HxAg Bei C^t-^^^^n-^^KM1135 (W O96/0 

5230)5:, ««K:f£vMf*^>'ffc*«l'fe- 

#jB ^l^U**969X^U-hCftft««ftfi»««« <« 

0 02% EDTA, 0.05% TSMfc*" h 'J **fc**PBS) 100* HC^SLT^bfc. 

^^>ft#^KM1732m^*fe»^>^ KM113 " :/bi:I " ;l/ ^ S: * tl ^ 
ftK*:c*K50,l (10M./-D fe*»U «-CSO»IBR****:. 20 

(Streptoavidin-R-Phycoerythri^^ibco^)^ 5 „./.l«»***»ft** 
BS66«««*«)MltlOjtT4T:Tf30dl«RJS**fc. J**"*® 
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H 1 K3Lfc <k ^JCjfifc: hVEGFS^ftFlt-l^ey ^7 n -^^SiftKM1730£ £7>*K 
M1732&. KM1135n> hD-;i/St*tCit^T. H MEGFS«#S:f831LTV*5HUV 
EC-5620*HiatCjRlSbfco Sli«T^ &K0PN-K. CCRE-CEM. HSB-2, JURKATtC 
oI^T*k fitt: hVEGF**f*Flt-l^ J ^ n — ^-^/Si#KM1730j3 J:rJKM1732tt. K 

M11353> hD-^I/St^tClt^KlSlyfeo Sib: MEGFg*#Flt-1^7 j?n 

-^-;i/St#KM1730ej:tJ e KM1732tt, G361fflfl§, CAPAN-lJHJStCl±^< S/S Lft^ 



ffif£#2 000-302323- 




1 1-056379 



[0 12 0] 

mime* h»c ut*b bfett4i«s©»«*©*«f«* fc * fcftfe - 12 
wm*a*mm*w^ *«m*^ hsb - 2 ' kopihu CCRF " CEMlc 

fctttiftU Jurkat. HSB-2^COV^-CttHUVEC«±©l«V^RF5^4S:^Lfco 
Efcbfc*^****^** (J«rKat, HSB-2, CCRF-CEM) ttTflft*® 
ejfa*T'*,*J, IS (KOPN-K) tt#Tttl6l*B«IIS*oeJfil*T?*ofe. T*ft 

*»* **** ***' ** 

gStfFlt-l* ^ * n-^Vi5x#KM1730, KH1732tt£<KJSbfc*ofe. 
[0 12 1] 

[®®©f§#&ia>93] 
lm i ] att* hVEtff*#*Fit-i* y * n - ^*a#ni730fi * niTMO 

^iWOPN-K, G361. CAPAN-1, HU1EC. HSB-2S ZXf J«k.ti:©S*tt*7 
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m m « 

t h VEGFSSffcFlt-1 tt«:ft«»«dJ:rS»»3ll*5J:tJ c i&**K:B8'r*o 

aa»j**fc-ri:4:*»^ ^affl* (its) fcfi^T*tt«»Bfc*»sit*»a, ^ 

HB8i^Oii«s lE^JfcJ** MRSittlMftfi?* ettKIB U ^ •> v {££ 
£ifoeSr£#S<H^LT^S[J. Biol. Chem., 267, 10931 (1992)] 0 Jfo©«r£* 
SB^fc bTteu Vascular permeability factor (VPF) /Vascular endothelial 
growth factor (VEGF)^±B3^®i^i^ 

gSr^fe^TlifcfiS&ia^ i: [Advances in Cancer Research, 

67, 281 (1995)]o 

ffii) ^^v^-co^ff^C VEGF jys<B8#UT^S^fc#*£*ix"t^2>o BJ&B 
^(COlATii. cn^T-icff^ [Cancer Research, 54, 4233 (1994)]* ?L^S [Human 
Pathology, 26, 86 (1995)]. flS8i^[J. Clinical Investigation, 91, 153 (1993)]. 
m<tmm [Cancer Research, 53, 4727 (1993)]. [Cancer Research, 54, 276 

( 1 994 ) ] & £<D * < © t b ijl^T VEGF S ftT S c: i: ^KS * tiT 

t hco VEGF fgfti: b"CttCin*Tt:SSf*:S^nS/>*^— t? 7 r 5. U— 
■TS^ 1 ©S^^-e^)^ Flt-l(fms-like tyrosine kinase) [Oncogene, 5, 519 (1990); 
Science, 255, 989 (1992)];}3 «fctf^ 2 (DgSffcT&S KDR(kinase insert domain- 
containing receptor) [W092/14748, PriolityFeb. 22, 1991; Biochem. Biophys. Res. 
Comm., 187, 1579 (1992)]© 2 «W«££nT^4o t hffl VEGF S**KDR 
Xg*^Pdfl±Flk-l[Proc. Natl. Acad. Science, USA, 88, 9026 (1991); W094/11499 
Priolity Nov. 13, 1992; Cell, 72, 835 (1993)] hifc%$tlX V^o Flt-1 *><fctf 
KDR/Flk-1 CD«^ >f >*± 7{0£W {Tu 7 V >*r**-f>«fc!>fc!K «&F*1 
-f >fcfc*-D'>>*:h— if H^>f VSft-ra^a 180~200 *v$r)l b><Dm# 
W^iOftSo VEGF Flt-1 iScktKKDR/Flk-l tctt^tt^ix KD ffitEi* 20 pM££tf 
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75 m-z&mmzi&er?z 0 Fit-i 43 juv KDR/Fik-i ittfawpvkMMizftmmic&m 

UTt>3i:$B£;**lTVi-2>[Proc. Natl. Acad. Sci. USA, 90, 7533 (1993); Proc. Natl. 
Acad. Sci. USA, 90, 8915 (1993)] c Flt-1 CoiMli, t H«C«IU *fflfl§© 

Mfetzm-^-rzc.t&mggtiTuzmood, §7, zm (i996)] 0 
Fit-i <Dffi*t£8i i f&i,z}itt2 > ft%ttzi\,\T&. b h— ^mmcDmm 

iflLWftfcMm [Nature, 359, 845(1992)] , t hffi{bSMJ*01B*iftert£fflUB 
[Cancer Research, 53, 4727(1993)] X\ iElgmMcDlkmft&MMlzlt^. flt-1 mRNA 

gSCifii^rtJ&Safl&t&l^Tfc-i' > • it-r^j- • u £V-tf— -> 3 > (i n s i tu 

hybridization ) (C<fc0 flt-1 mRNA <Dft,m&mtb hfi 5 d #$8££ ttT V> 5 
[Journal of Experimental Medicine, 180, 341 (1994) ] „ dix^ffl^tt, fll« 
rtrS*r£fc*}^T VEGF-VEGF Hrr* -Flt-1 3£<fi£&fBa!l&jRfe LTV> -5 d t £ 
*Kw«-rS*OT*S. Flt-1 t±VEGFS»IS^-rSii:, SfflflSl*] K^-f>tf|3'J> 
SHt^ftS^a^PB^nT^Stf [Science, 255, 989 (1992)] , Pbl^fclStJCO 

t^tt^iw-cftSo b*>u fit-i mm^zmmistz nt-i y ^^re? hv^^i^ 
ift«*ss4»a«i:ftoa&^8.5~9.5 B»-«Etr5cfcfr6,rit-i ttjfee*f£fc* 

ft 5 Jfc*rt&IOI&0Sllg^j«£<&£0ttfig& jRfc bT ^ £ i: If 5g£ tiT n 5 [Nature, 
376 , 66 (1995)] „ 

«±0«t-5fc. VECF43J:VVESF SSflc Flt-1 tt, BJ&tt*ft<Z)J8fiB« b < tt«s&}£ 

*»w#6t±, vegf g««: Fit-i iztt?zm#.&Qfammim*iziizmzjsij&i-2 > 

z-tzmubT^ ffiu *«M*^fig*-e-feo sp*n *^a^l±WT® (l) ~ (l 8) 

( 1 ) trCt h VEGF ft*«:Flt-lJft«:ft*J»fifc^i:UT**rseJfll*CD»BfKo 
(2) ttt h VEGF g^ft; Flt-1 ^^i'P-t^ftffeSCt^a 
fc-T5±i3 (1) £tta)»BrX. 

( 3 ) tat r VEGF Flt-1 fjWM*. KM1730, KM 731. KM1732, KM1748 
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vKMi75o*6fts»j;DiaKnstn;<t:'efes±3a (i) timcommmo 

(4) iAbh VEGF Flt-1 fif**\ b MbfifTtife £±13 ( 1 ) IBffiCD^ 

(5) fib h VEGF S§#Flt-l fit**** Fab. Fab\ F(ab' ) 2 , — *«taf**fctt 
( 6 ) Jnith VEGF SS* Flt-1 t/Mfctf* ifctft4PM47C*. g S IS £ £ iifg^ 1 ? 

(7) fib h VE6FSS*Flt-ltfi;***afi!c^i: bTMt^e«©M*o 

(8) fib h VEGF S^ffc Flt-1 fi{*^ ^ ^ ^ n S Z h *W« 

h-T£±lB (7) Sa«<DJ&*3lo 

( 9 ) h VEGF Flt-1 fi{**\ KM1730, KM173U KM1732. KM1748 *5«t 

£>*KM1750 a»*>fc£P«fc Dfflfc£ft3fi{fc"CS>5±fi3 (7) HB»©?&jRI6o 

(10) Intb VEGF SS* Flt-1 fif£#\ b Mbfi*-££>£±13 ( 7 ) IBfgcD 

(11) fit h VEGF S^f*: Flt-1 fit**. Fab, Fab' . F(ab* ) 2 . — *fW/Cffc*5 «fc 

(12) fib h VEGF Flt-1 Jrtfttf, jKSttSlRliftTt;*. SflSSfcttfi^ 
?<B^#Jfcfb^W3;fcJ±*te^x^^ ±13 (7) HB«8©*& 

(13) tab h VEGF fi^te Flt-1 fi{££ AH > filfil^C0i^BS^i£o 

(14) tab h VEGF SS» Flt-1 fiifc£>\ ^ 9 P— S C 
»fc-rs±83 (13) IBSecDSifii^o^Kr^^o 

(15) fib h VEGF Flt-1 ifcffr^ KM1730, KM173K KM1732. KM1748 £ 
KM1750 DaKttSfif*-CS)S±SB (13) 13*60 QUii^CD^W^ 

o 

(16) fib h VEGF %Mfc Flt-1 fifl^\ b Mbfiffc-e&£±f3 (13) IB® 

(17) fib h VEGF g^ffc Flt-1 fi{fc*>\ Fab. Fab' , F(ab' ) 2 . -*«irMM3 «fc 
VS?*^* F^^btSfrfrtftSWct 9S«nstt#T?*£±8B (13) l3tE<9fi 

(18) fib Y VEGF Flt-1 fi#*\ tt«ttHffi7C*N gaftSfcfcfcfg^ 
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^max-mmzn&ifimii, vEGFg^Fit-i (ht, #tcFit-i fcE-r) cig^ 

— X - T • ^ifi^ M J — • ^ — a7Jk =3— ;i/ K ■ >#7\— • h U 

— (Antibodies-A Laboratory Manual Cold Spring Harbor Laboratory, 1988) x JU 

fettle y ^u— j-jiififct UTWa^fctf-esSo 

*«M"tfffiffl*n*tn;Flt-lfitft:fc IT, #'J ^D-^Sfcttty^D-t^ft 

T&;b*>. b h VEGF *Si*:Flt-l *WO»StSifcLT«»U Stn;Jjp£&;8 
«K-r5cli:t:j;f5 8if#*nfcx tab h VEGF SSftFlt-l ^ J 2 u—±)\,m&%:& 

tn;i*:irH-^^^afe{f a^li:^T-^i>o sStnifclz^T, tfiJKttjM6<, ifil**«ffl© 

(Complementary Determining Region; *B*HSSt5E»« JUT. CDR £fB~f) HffitfcJfc 
b hS^7ftftfc b hJM^©»*CDtni<*:Rj***fi«[ (JUT> VH fc«;-r)'*i 

vw**«e»i (jut. vl tb hfitf*OT*»«aa«i (jut. ch t»r) 

i«tVt hta*©^«»««« (JUT. CL fcffcf) t^&£ififfc£*i*t-£o 
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$^K"Mffl^ni)t b h VEGF S^f* Flt-1 izffi&'f %t S 

^D-t;i/{aM4itl)A^7'J K— v J: !K VH ££T>* VL cDNA 3t$L 

*r 4 c i: cc J: t> ^SSi;* -fc-Kifi-r & t tf^S S o 

cdr E^jT**n*nfijftbfctfl:#:*3ai*-rso 

*«BB-C-fieffl*ixSh CDR j&tetaffrfcfcx b h VEGF SSffcFlt-l 
b h^Otb^^m^CDVH^i^VLcDCDR la^JT-ffiScO b h tfiflaa VH U «fc VL <D 

cdr ia5u**n-etiaiftufc v k-t *cdnas*ssu b na^cHijj; 

t*Mffl*h5t hS + ^fitttiJ.fctfb CDR ^ffifcWfctf)b Kta^SP^- 
IgGSCJB-TS IgGh IgG2, IgG3, IgG4»©-f Ayyo^U>C0CfS«<7) 

<E> o 

•a-fc7>f ^^u— -e*So ^7-f77'j-iD < taHis^bufcaHt^-ra^ 

fB*5 <fc V 2 #CDS5:£& L mtf b & 5 t h tftflc^-^ * *»T 5 Z. £ tfC * * . 
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**B^ffiffl#nStri;*BfM-ttx b r- VEGF SSffcFlt-l tJ^LT^ttS^-rta 
Wmft-Z&Z Fab (Fragment of antigen binding (DPS) . Fab\ F(ab' ) 2 , — *«tft 
^(single chain Fv; J^T> scFv fcffc-T) tJ kXfisXJby <i K3cSfbtri*(disulfide 
stabilized Fv; dsFv fc«vr)<£^"T So 

Fabtiu IgGcOb>^^T'2*coHIM^^bT^S2o^^^;i'7>f Y$5&<D 

*»ffiffl^tl§ Fab{±. i/Cb h VEGF SStt Flt-1 ttfrS^^W >ffliaL/TI# 
SCfcff-eSSo SfcHu Sttb h VEGF3gtf*:Flt-l tfttt:© Fab BffJtSn— Kt"S 
DNA Stt«3*fflflaffl*3S^^^— (zffiAU a^^^-*»ifeJBBfla^#A-rscri:t<t 
D$gS£-t*\ Fab*KiS-rscifctf-Cg5o 

Fab'tiu ±iBF(ab s ) 2 £0 b >^H©^X;U7 K^*W»Lfc^«W 5 TJOlft 

*%flat?ffiffl*nSFab*{±. fcib b VEGFSS*Flt-lfitft:*iH7C»J^^XU>f 
;i/£U!LTf# a^ttfTfSSo *fcB\ Strtb h VEGF ggffc Fit- 1 Kffc<& Fab' 
Bf M" £ n — K T £ DNA 4 lM»i(MSffl ^ ^ — (c A b , & ^ ^ ^ - §. m^WM^ 

*Af actti«t»)*a*^ Fab'ftasjfrscti^-e^So 

F(ab' ) 2 &, IgGCDb>> f ^S6(D2fS^vX;u^^ KdS-&cOTSPS»5IS h U :^>>T- 
«*?l/r»&*ifc. 2o©Fab*tt^t>s;ffldT*g6bT«lJBft*nfc, ^fi^lO 

*Mt-ffiffl*n5 F(ab' ) 2 fcfc % Rh h VEGF £§{*:Flt-l h 'J r>>>MSU 

TfSiliiff-egSo *fctt. iStrub h VEGFg^&Flt-l jfi#;cDF(ab' ) 2 3 — 
S DNA Stt^fflflSfflSBS^ * — (c# A U ^^^-4itl«/\iAtSC 
fcfc:J:D«S£-t*\ F(ab , ),*«Jft-r5Cttf-e**o 
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— #«ta# (scFv) fck % — *CDVH t— *CDVL iiSiS^*^^ HUV*— («~r\ 
P tW) ^fflOTSMl^ VH-P-VL ftl^btt VL-P-VH U^r* FT&So 
*«M"effiffl#nS scFv VH £ J: V VL fc* x trib h VEGF Flt-1 

*«B8"Cffiffl*nS— *«trif*:J±s t h VEGF Flt-1 fc«£f3SW*:S££ 

tSM^U K-vif} VH£J;t>*VL Sn-KtS cDNA £3tf9U — #«ttf*3BSi 

*#msu ^iis Sis »^aua&si^o:s*fflifla^*A-rs dttcto 

^x;i/7>f KSc^btrtft: (dsFv) fcfc x VH * <fcl>* VL *0^n?tll r $ J 

<Z>&^-5o S^tM >SSt:IfttS7^ Reiter £££ 5 ^£ftfc;&iS 

[Protein Engineering, 7, 697 (1994)] C^-pT, Sttt^jifl^iS^ Wcffi^VT 

aiR-rsciktfT-sso **iB"effiffl*ix5^^^7>f KS^fbtaWz^sn* vh 

*£^{£VL ttv^Stafc r VEGF Flt-1 ^ D — ^-;i/8H*&Si^it 

^•efflffl^nSyX;V7>f KS^fbfiWfcttu b h VEGF gS**: Flt-1 tzfcm? 
l>ti;M41t^^W K-viD VHiJctWVL *3-Ft5 cDNASSMf U ii 

«fl AS— # A b %M £ S d fc I c J: 0 WkHk f £ d fc ** S o 

*«Rfl-efiBffl^n«Sfc^tnH*:H:^ b r VEGF SS<* Flt-1 Single JSttf4 

SuttfTSSo MSKi:OiS^tn;^iCOV>T^> FT* cDNA K: 

Sai*3-Kt5 cDNA * — A U WMM^Z 9 

1 . J/tb h VEGF gS* Flt-1 9 n—*)\,ffi£(D< J E9t15& 

( 1 ) 

Jnib p VEGF Flt-1 ^n—^;vK**ftSJt-5fc»t-^Sftl^fcb'C 

b h VEGF S^te Flt-1 *!fflte^Btc«SbfcJfflfla»Sl^tt*cDfflaaiKIil^ £ 
fctt. r5^«6Dft*OS«cS«IBSi1-«aft*-rSRlSttt h VEGF ftSflc Flt-1 fi 
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t h VEGF f§» Flt-1 SfflflS^HtC^-raifffliafcbTttx NIH3T3-FU-1 « 
[Cell Growth & Differentiation, 7, 213 (1996)] tfftWe>*xS 0 b h VEGF 
ft: Flt-1 4=3— KrS±fi*S^tt-?<Z>ffi#BfrJT- cDNA [Cell Growth & 
Differentiation, 7, 213 (1996)] ZmMte^Zt?— <DXd^E — Tm^t$XVtz 

VEGF g^ffc Flt-1 *Siffllia*.3aS*:J§*4 J l?lS«-rs^i:tiJ: DifflllSrt&SOttJg 
*±iS+fct h VEGF Flt-1 ©*fi*Sl^ttg|5^Blr«-S*<3!)S*fe5^ttifc-& 

St)<7)-e*ixK^ Ofnt* t> «fc l^o fflfih U b^-=3 U ( Escherichia 

coli ) , /^^X-XX^U^ ( Bacillus subtilis ) ?(DxyitJt7a, 
Xlf^II^^TN^nSo »Sfc LTfcU i-b^ • -irl/ ti/i 

( Saccharomyces cerevisiae ) „ i/^J-fyyhu ^ -trX • ^>^< ( Schizosaccharomyces 
pombe ) ^Hfim^ti^o i&WUSi: LTfciu t hco$fflflST*fe 5^* v;i/;\*3Hfl§ s t>vi/ 
C0S« N X • aax^- co«-efe^> CHOSHBlfi^tfWI^* 

*x£ 0 B4tffflflSi:bTfci\ Sf9s Sf21 (7r-S>^x>ttK) , High Five (^>bf 

Flt-1 4=3 — H-TS DNA — £ UTi^ St DNA 4M^j&&- ^ 

fflSx Milix^iiJt7oiJ ( Escherichia coli ) 4?taE£: LTffll^a^O 

*gE5!k J;ot(i7D^ —©fBHB«E5!l <t 0 WtEfc;* tlX ^50tfjff$U^#s 

WliKx TU^CDpGEX (7r;bv^>7tti) . pET ^>X^A (>>M:^ ft if 

mm^<Di&&z.H7 9—<Dmxi5&£ ut&. mwtz dna 4#Ata^"c*n«, 

08;£tt. *;US/^iW:t>4ffl^3;Sffi [Proc. Natl. Acad. Sci. USA, 69, 2110 
(1972)] . 7D h77Xb£ (^Bg 63-248394) ^rn©;Si£fcffit^*iSo 

SIS4?g3E £: btffl^l)^t:(^ £6gl^ ^ — h YEpl3(ATCC37115). 
YEp24 (ATCC37051) . YCp50 (ATCC37419) ^^ffl^?>nSo 
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ho#^>3>S [Methods. Enzymol., 194> 182-187 (1990)] , 
X7iD7'7Xha [Proc. Natl. Acad. Sci., USA, 84, 1929 (1978)] . Mfc'J*- 
^A& [J. Bacterid., 153, 163 (1983)] ^rtl©^ffi*fflv^ ^jxSo 

Mmmm&m3i£hxm^z>m^i±. M^^-i:^ pageio7 [*s 

3-22979 ; Cytotechnology, 3, 133 (1990)] ^ pAGE103 [J. Biochem. , 101, 1307 
(1987) ]^ffll^tlSo 

*rt»«tt^N #'Jx.fc^ n^-f (CMV) IE( immediate early) itfi^ 

SV40&&O&,* 9 Dft^-f >07P ; &-^-^$)tf^tll.o S 

asti«iia^©*asti^^*— tttt tt^aaaac- dna s^a*t 

-efctiHx #'J;Lfc£» ^bi? hD^b-^>3>i£ [Cytotechnology, 3, 133 (1990)] , 
U >mti fri/f? A &(^¥ 2-227075). U #7 x a >?£[Proc. Natl. Acad. Sci. 
USA, 84, 7413 (1987)] ^ -ftUDfimbm ^ <bn&o 
S^ifflBasmiilLTfflV^sa^fcttN Witt* I' > h • ^ n b3-;i/X • 4 > • 
- - M>f ;t n S^ — . -9-y°;i/^>h 1 —3 4 (Current Protocols in 
Molecular Biology Supplement 1-34) , M*aD»)-f;^ ^^X7l/r>3>- 
^/7^_X. T • ^^"7 h U — • t— (Baculovirus Expression Vectors A 
Laboratory Manual) »fcffi«*ftfc#Sfc cfcoT, * *s K9tt$8kt S - fctfT? 

ag^aiA^^^-tbTtt^ tWita. PVL1392. pVL1393 . pBlueBacIII 

77 • * U 7 • * ^1/7- • *iJ^Fo*>^ * ;i/X(Autographa 

californica nuclear polyhedrosis virus) KifWi ^ £>tl&o 

2-227075) . W7x^i/3>ii [Proc. Natl. Acad. Sci. USA, 84, 7413 (1987)] 

9 



WO 00/52470 



PCT/JPOO/01294 



)VX&ftM\stz<D*>^ suML^Sf9. Sf21$>£Wi High Five W<D 
[Bio/Technology, 6, 47 (1988)] 0 

>^ ^ 2 Jfix n M7'J >£0\— ^tf^ h U — 7U^ [Molecular Cloning 
2nd edition, Cold Spring Harbor Lab. Press New York (1989) ; MTn r ^Eb^ri 

iik±(DXoiz^xm bti&MWfet&ft&t&mzt&m^ iss^^t h vegf 

h h VEGF Flt-1 <D±&&%\,^t£&ftmfr&*<D££&Z\,^*m&&&mtL 

*&iT<D»«W*<rr\ 15-40°CT 16-96 mWrt Oo pH ft* 3.0-9.0 

A, ^>^E — T^iTS^l>TfT-5o ^^^fc^i^C/fol^Tx 7>t!i/'J>^fh7lf 

nr ^ 5 RPMI 1640 t&Jft. Eagle CD MEM Jgife * (i C n £ tgifefc jfcifoiga? 4 SMlD b 
fe«**tfffl^6n8. i&«HU M«5%C0 2 #ST. 35-37°C-e3-7Hfflffl\ tt* 

tiX^Z TNM-FH i$* [7r-5 >^^> (Pharmingen) . Sf900IISFM 

7f^yDi?-X (Life Technologies) ftil] % ExCell400 . ExCell405 L^tti 
& JRH (JRH Biosciences) *tH] £n£ Q 

25-30°CT' 1—4 BlfflfTlv iSft^ttifcgfcJfcfc-t. y v-f >^(£}/i£t/ft£ 
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±SBt:#^T* »»«iijaisj:a f a*«iao**t*i^TRri6"c*ntt. t h vegf 

if S S 6 It £ El 1R -T S o 

t h VEGF 2£?#Flt-l ©^:Rft*iM±Wfl'BrM-* tj e©***S«'^tt*^»e*fc 

&) » tBoci£ (t-^;u*^>*;btf-,>Vi£) *©flS^*iSfcJ:o'r4iKa-r*C 
j-^f Sfex m%aW%> (*B Advanced chemTech ttSO ■> 

■W*> {%m Perkin-Elmer *±S0 . 7D* (*H Protein Technology Instrument 
s (*H Synthecell-VegattHO . B*^-*^-f^- 'J I* 

(*B PerSeptive a«) , K^J*«*fflHT*K3fit-S£i: 

(2) »«B©ft«Ei:fitflt^lffl»o«» 
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T«\ 7 o-r > F<D$E±7$?3.;-<> h (Complete Freund's Adjuvant). jkmitTJl 5. 
— 1> A y ; u t g B IS » «7 * > 1$ & (f ft 5 o 

is«©a#t±. i Eii i~2ara«t:3~ioi5itT-5« «ap©«#«i± 

»*UEHifc»> 50-100 // g #*t?£ L^ 0 3 ~7 B B(c^Kj#i©aS«» 

[&Xftftati£& (EL ISA i£) :g¥*|gfll (1976^) ] ^ifT'ffit^So 

^V^D-^MrLtefci;, ttilBjft££-NL »iil-rsc:i:fc:«tt»iJK-rsci:]Ei»T?*So 

in^n^Ma:, etJSis#^ixfc#b hmfimmmfflM. v>^m. tr^ 

(3) #ftM«fflflg©p^ 

t>X (BALB/cEfe*) #iSffl»1*P3-X63Ag8-Ul(P3-Ul) [Eur. J. Immunol., 6, 511 
(1976)] s SP2/0-Agl4(SP-2) [Nature, 276 , 269 (1978)] % P3-X63-Ag8653(653) [J. 
Immunol., 123, 1548 (1979)] „ P3-X63-Ag8(X63) [Nature, 256, 495 (1975)] &if, 
4 > • f hD (in vitro) T*»*^«6ft«UilBJB-eftnH:v^ipa**OTf* J:i>. 

(4) «i6-&^^E J>7a— j- )Vm&<DM1R 

3-;i/-iooo(PEG-iooo)&^©««iaaB)H4«t#*inii.» iBiJB&MddttH 
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ffiZUZo tt»©^fcttHBtiS**fcliPBS ( «J h'JfA l-83g , 'J >M 

-£iJ^A0.21g N A^7.65g , ^gzkl U-y pH7.2 ) «c£fcffllr*£« 

HAT J&» {iE*^Hfc [EPMI-1640 «»t^i'5>(l.S«) . 2-j<^# 7h ad* y - 
;i/ (5X10" 5 M ) , ^a:>*v^~>>(10 Ag/ml) i5«fc£F£JfcMlM?8(FCS) (CSL ttSL 
10%) 4ttiAfc«Hfc] Ctm>f> (10" 4 M ) » (1.5 X10" 5 M) isJ;t>'T 

^7f'J> (4 XIO-'M) SJjQ&fct&ife} £ffl<^£o 

& o 

fit Fit- 1 ^ y ^ o jy£#J bT fcfc. W098/22616 (Cl3«^n-C I ^> W 

i; H-VKM1732(FEHM BP-5698)^S*T * IgGl it ^ *fcUB?" J $ 
p-^;i/JS#KM1732. /W^U K— ^ KM1730(FEHMBP-5697)tf£8t-*^;* IgG2b 
V7?7Xt,zm-tZ>*;?o--J-frin>te KM1730, A-f7U K— v KM173KFERM BP- 
5718)tf*e-r ; 6vi>^ IgG2a-9-^7^fcR-rS^> i7 n— ^;i/fft* KM173U 
:/ U F KM1748(FERM BP-5699 ) S v £ X IgG2b -tf- 7^ -7 * Cl« S ^ 

D-^;utft*KM1748, *J:tf. /W 7'J K-v M1750(FEBM BP-5700)#£S*r £ v 

(5) ^n— ^;vtrL^oSIM 
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U **>J&3 C2 ) 6,10,14-^ h^^;V^>^*>(Pristane)0.5ml ftJ»J5£[*iiS;-^ 

tK IgG *Sl\J± IgM B^ftEUKU »»^y^o— ±;bta«:*8if§-r 5c: 4:36*7? * 
* h^Ml^ff^^^TSSo iSIitt, n— y — i£ft5^tt280mn7?©i!a 

IgG2a , IgG2b N IgG3. b hfit IgGh IgG2, IgG3. IgG4 &$>tf hti%>b\ 

IgGK IgG2a , b h IgGl ^^7(1 4i««!c$ff IDlia«3tStt (WT, CDCfStt) 

2. $fi^x.tr[f*CDf^li^ffi (1) »{St h VEGF gg:<& Flt-1 b HttjfCffcflDft 

^^^-Sfft^o b MbfiMfr#3Bffi^*-- fctt x b htt^O C *«7?ftS CH 
*Hfl§ffl M^^-Chh fet^CD CH * cfc V CL ft zr - K T £ -? ft * ft A f 
b Ha#OC fiWfcfcbTHU «*tf. b hftftH itrttCr l^C r 4 N b htSft: 
ft 3- Krs*fe?fcLTttx*y >fc>f > hD>£ D^5^fe{fcDNAftffl^&;i£: 

taf*cffiaft3— Kt-3^i£?ft£i&<^^ 
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0»Jitts PAGE107 [Cytotechnology, 3, 133 (1990)] , pAGE103 [J. Biochem. , 101, 
1307 (1987)] . pHSG274 [Gene, 27, 223 (1984)] . pKCR [Proc. Natl. Acad. Sci. 
USA, 78, 1527 (1981)] , pSGl 0 d2-4 [Cytotechnology, 4,173 (1990)] ^#fetf 

SV40(>D*!Jff3rP J £— # — fc:n>M>1t— [J. Biochem., 101,1307 (1987)] . tP = 
— v £ 6 ifoJPi »W ;i/^OLTR :TD^—^ — fc:nWN>1t— [Biochem. Biophys. Res. 
Cofflun. , 149, 960(1987)] , 43 ctW*jS^n :/ 'J > H «©7d^- [Cell, 41, 479 
(1985)] fc:n>M>U— [Cell, 33, 717 (1983)] mft&Vfhti&o 

fAS^t hfttS^Mffl^^^-^WS [J- Immunol. Methods, 167, 
271(1994)] o 

t hJy.^B%©ln;^ v^Xtrtt b VEGF g«{*Flt-l ^ £n 

£r[ffc<D VH 43 <fc VVL S 3 — K S cDNA ttfeTF© <fc "5 «c UT3tf#~T & o 

ttb h VEGF SSffrFlt-1 ?X3-i-)\siKfo%m£TZ>MM. mz.lt, ^^^b 
b VEGF SS<*Flt-l intffcg£>W F— v*SJ; f3 mRNA Sttitti U cDNA ft^fiKf So 
-&j5£bfc cDNA*. 7r-^Sl^^7^U'^^^^-t:SAU cDNA3-f 

Iftft:© C ««»fl*S^tt V Waffi^Srrp-^i: UTfflt\ VH £3- KlTS cDNA 

s«r*a»*7T-^*s^a:jia*ir^^$ h\ 43«i:wl*3— f-tscdna* 

yfc 6 ^ »««*. r7^U'±©B»i: VH 43 J; VL <0£JfiSKM ftifc£ 

(3) t hS^^^taftasa^^^—^fltSS 

mf!32 (1) "C«*bfct bifcflwoCH43«fctfCLft3 
— Kf S«e : FO±*^ t MU^a>»»©fit*0) VH 43«fctf VL 4=3- FT* cDNA 

jftf«g£Jfl'^ *—<0 1 btrC*^ CH 43 J^tfCL *3- KlT&iUS?© ±«t£*£* t> 
tot hJU^©»^©tn;*© VH43£r>* VL cDNA £^P — ^>^-rSfctf> 
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b hS^r^^tnl^^^^-Sr^T^clt^T-^Sa ^ DNA (i. b h^CDib 
®)<Diji&<D V 3 J **Bflfl4)«SBiai b rtri&cD C mm<D 5' *«fl8©ffi*lE#l 

b ti> 6 «c & t> cDTr$> s S5iBt MS ftS«B»lR«B<si S*-T S <t o lz DNA O 

(4) b h W^cOifjiKlcOfiLftCD CDR IB^JOIH]^ 

— a?— mr. FR«*ti:»-r) fc*ne>*ae-rsiE5!i©*ftft:^«3fl 

Offlatt5*^TH« (CDR) fr^otl^ [2/ — ^r>i/X- rDr-f>X- * 

^Ayp^^j;U* > ^ !✓ ^ h (Sequences of Proteins of Immunological 
Interest) , US Dept. Health and Human Services, 1991 : l^T, r ^>— ^>->X- X 

CDR TXJW^M (CDR K#|) fcfc. WtftKDifif&CD V * y»IB5!J |>-^>5> 

<t *>mfe-? & d fc #TS S o 

(5) b M CDR »ttlfi<*:<0 V n- Kt5 cDNA(D«* 

b CDR ^tttrt^ VH *j«tVVL *n— K-f £ cDNA HJUT©«fc o £ LTffifft 

s-r. swob hw^a^fii^co v«a^cDR £^te-r££#>GDb h^^v 

WIAtiu. Protein Data Bank CCgK^tiT^S b htrCtfccD V ^i$<E> FR ^ J Wt 
■BJUs b h»V FR ^^;i/-Xco±tMT ^ y^E^iJ [i/— ^>^>X- 

a-r- 7Dr^>X- ^Ayn$?*;i/. *f >*l/* h] # & If *> ft €> 

ftffitt4Wt5t CDR ^ltia#S*JR-r-Sft«)(CttH BWOt h J^^COS&^OTtrL 
V W&OIT ^ J mWM £ H^fflHf*. »S b < (4 65%Ja±©»l^i4%*-r S C b 
J^IS bl^o M{Rb£b rtrC&GD V««©FR©7 > ^ >>^IB#]£=i- Kt5 DNA 

IE^»J b a m<D b h W^(D»«3(7)tn;#<75 V CDR CDT = y * 3 - K t" S DNA 

K?U£S»ig<*-£T. VH. VL *h¥tMD7 ^ J Rffijajfcn — F-TS DNA BE#I*K8t"r 
£0 CDR^teK#W*IS«jBe^*flt§gT Sfcto^SffUfc DNA IB#J£f# 
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± DNA fi#J S*^^— -rSct^t- #fS £ -3 ^ T St* (0 ^fiS DN A & KSt b ^ n £ * Jfl ^ 
T^FIM^— E • ^x-f > ■ 'J7^i/3> (Polymerase Chain Reaction ; WTn PCR 

»SL<(1 6#<Z>£fSDHA *»W-TSo fctf^ 

->^b. ^flDffiaiayiis^u a^cot hsi cdr &mnfo<D&m(D v m 

5 Sffltifitffl*^ — S cDNA ^if7*7X * H&ffif§"TSo Sfcs *?) 100 ig 

r-— M^-rs^i:T% gw^ob cdr mmta&<n&»<o v sa©7 5 

( 6 ) b hi CDR ^ffifrtffccD V T ^ J SS^i^a^ 

t hi CDR #lfita#tt@Wa>t hJUi^©lfr%CDtn;f*:©V IKiSeD CDR <D<^£t: hta 

(Z)^ai|:^OfStttJt^T^£TbTbS^Cfc*»^i^'Cl^* [BIO/TECHNOLOGY, 9, 266 
(1991)] o ^dT"t hta^COV M^CDFRCDr 5 J %g&tffl<D 5 M&iHMh<D%&& 

t:14lT^S7^Km CDR£)r 5. >>»S3£fcfflSftffi£bT^3r ^ y»a 
S N i W±K*©iL(^jg6D«l^ftcH# bT ^ nrtg{$£ & 7 5. y sas 

»*f * s ^ 3 > t: jl — ^ — ^ ^ U > y 3? * ffl ^ fc irLffctf) fi:tM» fit* 45 

— &ffl^THUlB2 (5) tzS3«©PCR Sfif "5 Z.hizX D3§sE"?r £o PCR ^cDli*i»T 
A^ftfc cDNA S^tf^d?* — (WT. r 5 yffiESJEfc^^* — i:Wt) 

o 

Sfe^«t(W>7 ^ yffilE^JCDaSc^t?fcix»i. 20-35 JeafrfcfciSgSiA:^ 

y IS^S £ n — K "T 5 DNA E#l £ ^tf 20—35 ^^B-feV^^S^^-^ v — a 

fa cDNA £^tf:T5X = F4«SfcbT2®|Jg(DPCR*fT<5o S»*t"HKrJt£iaMi 
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cDNA S^trr^ ^ffiffijija*^^^ — SBlff-rSo 
( 7 ) b CDR ^IttStf^a^^ ^— 

buHB 2 ( 1 )0>fc Mb^ffc«Sffl^*— ©fc htriflwa CH CL £3- Kt51 
fc^^Sttc. SuI2 2 (5)i5J:TJ2 ( 6 )-eBtf# Istz b h ffi CDR &mtfi&<D VH 
VL S3-Pt5 cDNA £f¥AU b hSCDRi^*tt;<t;«5S^^* — *«air*^ fcff 
7?g So WifcJu b hSCDR^ffilftft:© VHSVVLCDT? ^KiE5!I*3- Kt5 cDNA 
£*?iig*f &£#>CD PCR CDPf £ 5' JfcffiiS&ZF 3' *iS<0£l£ DNA <D^^.MM^tf&mm 

3MIK«>b hftJn»eDfSffiS^*W«cfPiffi-rSfetot. 1513 2 (3) (Db h^*^ 
^ ttttSSSI'^ * — > *J;VHuga2 (7) 4>b hSICDR ^«64fL*«S^^ ^— ft 
Ji^n^afcS^*— £ C0S-7«HUa (ATCCCRL1651) CSAUt MbfeWcD— jfi 
t*^3g [^V^X"f>-?^l/^7^-7i/^F - U it— 7- (Methods in Nucleic 
Acids Res.) , CRC Press, p. 283, 1991] ftmv ^©ffittSffl^S £ So 

COS-7«^CO|g31-<^^--c7)aSA^i:L.Tii:. DEAE- h7>S[^V7X« 
Y>- *£U>fy47- Ti/y H- 'Jit— ^ (Methods in Nucleic Acids Res. ) , CRC 
Press, p. 283, 1991], 'J ^ ^ $/ a >ffi[Proc. Natl. Acad. Sci., 84, 7413(1987)] 

^*-<Z>#A«, tg»±rW4JCDb Mbffi#<Di£*4ttBirfE 1 (4) tcga«c7)I$*^ 
(ELISAffi) *Jc<tD»«-rSCli:*»T?*So 
(9) b Mbinffccogc^ #S;fc±tfTSt4fflMBfi 

iufB2 (3) (Dt hS^r^^lft^S^^^— *jJ;tJ c HUlB2 (7)C0bh^CDR^ 

2-25789K Cytotechnology, 3, 133 (1990) } ^ffftlf^nSe 

X SP2/0-Agl4 mt& (ATCC CRL1581) , 7<7X P3X63-Ag8.653 IffiflS (ATCC CRL1580) . 

^b Kn*»a7c»*ae^ («t,dhfr*£^ ***»LfcCHo «§[Proc. 
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Natl. Acad. Sci. USA, 77, 4216 (1980) ] , ^ v Y YB2/3HL.P2.G11.16Ag.20 W8& 
(ATCC CRL1662, JilTx YB2/0 MMtmT) m&$>l?<oti2><, 
s<?9-<DmX'&. t HbtafltSfi^C^-rsJBKteKtftti^ WHW 2-257891 
CBH^ft-Cl^S^ffifc^V G418i5<fcO c FCS ^r-atf RPMI1640^ift{C<t DjUR-TSo 

•a-S^i:^T-S5o tg*r«4»©t hftifafc©tH4t±lfflE 1 (4) lcfB«<D73t£fcif£ 
«t»)«l3e-rSo Sfcx J&HCttfttt* «rW¥ 2-257891 K0flw£ftTV>S;JiSfcfiet\ 
DHFR ite?4MIffi$&?iJ ffl Uth fbjfc{*:©££**.h#«* # 5Ci:#t^5 0 

If 3 [7'>^-^7 : 'f X (Antibodies) , A Laboratory Manual , ColdSpring Harbor 
Laboratory, Chapter 8, 1988 ;HTs r r V^Tj^-f Xj £I3f] o 

U;i/7? h' ^fllM,*!/ (SDS-PAGE) [Nature, 227, 680 (1970) ] ^p^x* >X- 
Dy^-f (7>f#r-fX, Chapter 12, 1988) HT-$iJ:£-f£o 

MSLfct hfcjfcflMDSJ&tt* t Mbtrtffc© VEGF fc*tT3IBSEH4©»JJ6 

linusai (4) ciattoDTjasttifcjLoaii^fSit^TSSo 

3 . «»*f^©fls«>5ife ( 2 ) 
(1) tft«0rtt-Fak Fab', F(ab' ) 2 ©{tM7ji£ 

&tafc h VEGF g&ffcFlt-l ia#© Fab, Fab' & SV>{± F(ab' ) 2 ®t#£:3- 
K"TS DNA SiMftliiajBffl^a^^^— K# AU R^**— *IMMfflllS-N*A-rsC 
tCJ;!)*a*t, Fab, Fab'&5^ttF(ab' ) 2 £§£ig-r5£i:A*-r-g-5o 

-*5«tOTB^IIiH«S»*^to*"CfTVV £j*TS£i:* , rSSolSSbfc Fab, Fab', 
F(ab' # 'J >J = Y?)\<mWlkW3 (SDS-PAGE) [Nature, 227, 680 

(1970) ] J f>0^X^>7 r D-vv 1 -f >^ffi (7>f*r-fX, Chapter 12, 1988) m 

•ffimistz Fab, Fab', F(ab' ) 2 ©K/foi4, Fab, Fab', F(ab' ) 2 © VEGF (C^ff 

SHSffiteoraettiMB 1 (4) fcIB«©*ffi*£fc«fc?>Mje-rS 4. 
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( 2 ) tab h VEGF SS#Flt-l — *«tfi;*«)fP»*tt 

HufB 2 (2). 2 (5) ££^2 ( 6) (CfB«<3Dfc h&ft(0®W<Dtfi{£$>2>^&t 
hSCDR ^ffitaffctf) VH43<tWVL cDNA ft— *«ift*%3gffl^i7 ^— «c 

If At SdfcfciJ; D t hW^0)i&^CDtt*O"*m^*^^ilt: hSCDR^ffiirift: 

cD — *mn&<o ^m^- ^ * - s mm -tz^tft-z-^ z>o ^^tffli^- *ei/i*M8s 

ffl^^^-hltlit hW^©ib^©tn;**SV^±t hSiCDR »teKi*<0 VH # J: V 
VL S3— FtS cDNA SiHii^«jatf SS*<30T*lx^ ^*&S*><ZTC*>flJ^£C: 

#jx(4.pAGE107[Cytotechnology, 3, 133 (1990)]. pAGE103[J. Biochem. , 101,1307 
(1987)] , pHSG274 [Gene, 27, 223(1984) ] , pKCR [Proc. Natl. Acad. Sci. USA., 
78, 1527 (1981)] , pSGl 0 d2-4 [Cytotechnology, 4, 173 (1990)] mtmVf^fl 

^n^si^ifieiJ&icDsaiR-rs^Stf&So it. ^^y^u^T"?- f£3 
— K-rs cdna ssBSffl^*— ict$ ArscfcT-*»tft<t4aaja^(3^*^ 

S«£nfc$gSJS^*-lC. VH-P-VL&£^ttVL-P-VH (P F U 

— ) 5^&£— ;fcfgta^S3- HtS cDNA Sir^D^E-^- ^i^l/^r*- 
KcDTSECwfliA-rSClfctCiD. B«J©— *«in;«:S3— Kt5 cDNA tf»A$llfc 

— #«taffc&3— KtS cDNA (4. VH 4^- FtS cDNA fc VL S3- Ft"£ cDNA i; 
£n W«fci(ia»#JIS**OB»iE5tlft**r5^^ F U >*-S3-Pt5^J* 

dna sfflc^ajg-racifcccct^^sciiitf-esso u>*-^r^F&u ^<£>ttJn 

VH, VL (D^^^^^^LTWSb^^ctd^M^b^^Ch^mST*. Wx. 
fcf Pantoliano !)^£ftfc4>CD [Biochemistry, 30, 10117 (1991) ] *S^tt 

( 3 ) Rhh VEGF SSffcFlt-l F£5£fbJfc*©fl*S#a 

FS^<bta*t±s t FW^©tt«©tft«:(0 VH 3sJ;tf VL S3- Ft" 5 
cDNA S> S t > H: t F S CDR ^ Jti#Lf£<D VH £ cfc W VL S 3 - F t" 5 cDNA CD ^ n ^ixO® 
t£&&«0 lT^BSSCffiitS DNA IE^JS^XtM >8SCfflSt5 DNA IB 
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s.!:^^c7;y ttaaeo) s^*^ 4 >mm^<D&m*mm 2(5) tcge«o pcr 
mztifz&gz vh *5<tvat* vl £=3- K-r * cdna satoa*^^ *--k:»A 

tM&Bffl'*** — i: LTtt8C* VH iitfa* VL 43 - KfS cDNA *ilH&**83T? 
S S *>cd-C**iBU ^<p&St)©7?tiffll^ii;tf"eS5o Wilf> PAGE107 
[Cytotechnology, 3, 133 (1990)] , pAGE103 [J* Biochem., 101, 1307 (1987)] . 
PHSG274 [Gene, 27, 223 (1984) ] , pKCR [Proc. Natl. Acad. Sci. USA, 78, 1527 
(1981)] . pSGl/?d2-4 [Cytotechnology, 4, 173 (1990)] m&$>tfe>tl2>o i?XJU 

fcfc. *J5§S. 0 * ^ ?> * © 4 ItR t § c i: S ^ 

h8e ( i) - O) ^mmtfnftmm^M^9-. -^miA^m^?*-, 

* — £;nU/7 hD^l/-i/3>ft [^i? 2-25789 K hr^P ^~ 
Cytotechnology, 3, 133 (1990)] <fc !> l&±*fflfla^*A*r S £ t tci 5 . 

y^7^f KS«fbtSi*L«©«aH:H!rlBl (4) £E«©#tt*fc J: D 
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i/W£Srtt\ -*»tn;f*^ V*fr74 KS^bffi#H«&Sl^H:S?X;U7-< K££fls 
trt# LSMcDleliRjoJ: lfl»»l±fi»©tt« ft t>-& 2 d h iz «fc t) i§6£-f 4 c 2: 

»K^nfe^x;i/^^r KS^>fb^HiIh^x;i/7^ Hg^bftftL «Bu**ft 

S£-bfcGD*>. ffitt ft^-T SfltiS^i:* < «ft [refolding Molecular 
Immunology, 32, 249 (1995)] ic <t D -f H*g^ftff$j£<*-£fc^ fr\M7 7 4 

«fc<fc ■jSteftSTSy*;^* KSSftlla«ft»»-rsci:*«TSSo *jX)V7 4 
PS«ftln;#0«ttl4H9131 (4) £E«©#iS*fc: ct Q«^-T h#T-§£o 
4. iteifcttCDftSWiS 

Hf Anticancer Research, 11, 2003 (1991);Nature Medicine, 3, 350 (1996)£t£o 

»^*-&fe» J &lft«±WAtt Proc. Natl. Acad. Sci. USA, 93, 974 (1996), Proc. Natl. 
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Acad. Sci. USA, 93, 7826 (1996)CftoT: ftMf £ Z. hifX £ So Jaffcfcffifl^tn; 
*#Jftft^WCBt&**fe»^lS*tt«ittf Science, 261,212 (1993)(C^^Tff K 

Antibody Immunoconjugates and Radiopharmaceuticals, 3, 60 (1990); Anticancer 
Research, 11, 2003 (mi)lZ'&-DXttWtT ZZ. tiPX % Zo 

5. iAfrcommism 

±i£b£ttFlt-l JrCft^ ISfAWrM-feS^ii^n^tfte^-^fc^a^-fctWis th 
VEGFggffcFlt-1 U ADCC^ CDC m<Dm,i^CO^y x £ * — rSlxSrtf- LT Flt-1 

»#HHBi:L,TI±* "ftm^J> *r-b;i/^ it#J, M&ftk p * ?L#Jv 

&n®^i,zm%temm£i,x&, aau ar-t^au teak tfcS'J. w 
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■isi-rso 

tafls:i:bTMi*wt-tta«. yu-feu^tftfffy^snso aatt^ctvffl^^taf*: 

>f >tf hn^^ltlt ttf^#teiIBIflaW*?£tt (CDC rSt* ) feiW£#t4 
j«(ifSrStt (ADCCrSt*) »£&*#*»W r e>i'U >f >hTtfH«i:l/tfcfc* v^x^tf) 

CDCrSffiSctWADCCTSffi&^tnfflrtlllRtt^ Cancer Immunology Immunotherapy, 
36, 373 (1993), Cancer Research, 54, 1511 (1994)^!Btt©2&ffiCSE^fT -5 d i:** 

6. SifiiSi©^Sr;&i£ 
eiflUS^Br^rJSfcUTx ®l^#0«fe^O{i:M^?^STat h VEGF g^ffc 
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f i t-i * TtBotfi^ 3 & m cc&rn s fc tt^a-r * if e> n a 0 
vegf Fit-i tcwt-att^sffl^Teifc^M^^^ict^m'ra^ffi^ 

bra:. s*tni«:i&. ^mm^m (elisa) , ttmsttKwm^fita^ 
(ria) , ft&ffiim&m* &&wm&&&i£Z<Dft&mM{b¥%i&&i <abc& csa 

£\ 1987 50 . i^<b^fa*»ffi5 ^ffi^ft^W^JS (*3£fb^|5jA, 1986 30 ] 

ffi % tA ifc & n Monoclonal Antibodies: Principles and practice Third 
edition(Academic Press, 1996 30, d — >ta^3II$T - j. T)l (fflfggttlM^ 
>^-f 1987 30 WlzmM£nfrJj&$:m\,y-CftoZ.£&X»£&o 

£fc::7;i/:frl/*>> • >f vttl/?*— Y (FITC) $> a l 7 >f n :c U ;* U V&^cDS 

(ELISA) (4. 4MBLfc. iWiaftSl^tt^cottWiffi. «tt»a^tt 
fflB8ift«±Sk JWzk. IlSzf^ BBSft4c tTtc^ trtitSSJiB*^ 

ft a O (i^S^KM- £ Eifo * fc fSs ^fefe* * JfcflEIt -C fflSlT S 7? ft & o 

tt»te»««M*ffiffif«£ (RIA) tt. ^SSLfe, WHSftSt^tt ffitt 
*a^tt*<Z)««M8u »t§li±«s jfliW. Jfck. JKtK. HMKeiTfc:* tSttftEJfc* 

K*S£-S\ $t>lZ7)l>*Ui/> • V^v'T* — h (FITC) &ir©st*»^ ^ 

^^^^p^y^fttli, Flt-l Sr3SmLfc»^«l, tbftMaft^^^S^ffl^ 
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j&8flSttttifl5&: SDS-2KyT^!J/UT^Ky^WStficib[Antibodies-A Laboratory Manual, Cold 
Spring Harbor Laboratory, 1988] T^BL*:^ SE^^SrPVDFJRfcSV^i— hP-fe/Uo— ^ 
JR^ny^f^U KIRJ-**W^/^n— ^/WgtfrSrSJC^. FITC &if<Z> 

»*tiaLT*3<o iKfcvkM^— hid, Flt-l &*SLjt'<»£4*K IMMflSfc^WiM; 

«B 1 H ttt h VEGFS^ffcFlt-1 ^ n— ^-;i/fit* KM1730 *5J:tf KM1732 <Z>t 
h JffllStt KOPN-K* G36K CAPAN-h HUVEC, HSB-2 & <tt>* Jurkat iKDSlfote*:? P — 

nmmi trtt h VEGF§^f£Flt-l^y ^o— 

tft Flt-l ^7D-t;i/RM41t§^W K-vKM1732(FERMBP-5698K s\ 
4 7V K— v KM1730(FERM BP-5697K J\4 7V F — v KM173KFEEM BP-5718K 

F K— ^ KM1748(FERMBP-5699), KM1750(FERMBP-5700)£^n-e*l 5 — 

zqxiq* musm* 7 v z# >9nm\stz s a**— fue^* (Baib/c) o^KF^-a 

*tbfco 10-21 H««c, M7'J K- ^(iMTk^bL^o 1^7KcDfc^ofevt>x^?,^ 
MzkSfiim (1 — 8ml/E) U iSit^dt (3,000rpnu 5 #|ffl) UTSM4i£bfe 

^o— ^;utftf*©Ki*:^-7XH:-y-r^^^^>f t>^*y h Eif-f *y h 
(Zymed) 4±SBC3 *ffll>fe#*ft«*«as*fT-5fco KM1732 &v^* IgGl 
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t^^X, KM1730ttvi>^ KM1731 IgG2ait:r^x N 

KM1748tt^X IgG2bit:/^x, KM1750 ttT^;* IgG2b ^ ^ x CJB 

b h***«W*4:UTH\ »'h«U»BSBC-3[Cancer Research, 54, 1511 (1994)], 
SBC-5[Cancer Research, 54, 1511 (1994)], B m ¥±j£^ Calu-1[ Cancer Research, 
54, 1511 (1994)], PC-10[Cancer Research, 54, 1511 (1994)], BBtS PC-7[Cancer 
Research, 54, 1511 (1994)], HLC-l[Cancer Research, 54, 1511 (1994)], zfcllft 
Colo205 (ATCC CCL-222) , Hela (ATCC CCL-2) , §mm MCAS (ta-v> 

VJ^>XMmmm JCRB 0240) , OVCAR-3 (^9*11^ OJgfA) , fl*SMKN-l [Cancer 
Research, 46, 4438 (1986)], KatoIII [Cancer Research, 46, 4438 (1986)], %m 
R27[Anticancer Research, 12, 1121 (1992)], MCF7 (ATCC HTB-22) , mm HPAF-2 
(ATCC CRL-1997) , BXPC-3 (ATCC CRL-1687) , Capan-1 (ATCC HTB-79) , Capan-2 
(ATCCHTB-80) , ^>>-vG361 (ATCC CRL-1424) , Sk-Mel-28 (ATCC HTB-72) , 
W^KflflSfll NAGAI [Cancer Research, 54, 1511 (1994)], YT-nu [Cancer Research, 54, 
1511 (1994)], in)*7^x h~^A172 (ATCC CRL-1620) , T98G (ATCC CRL-1690) , 
Slfil^Jurkat (ATCC TIB-152) , U-937 (ATCC CRL-1593) , HL-60 (ATCC CRL -240) , 
HSB-2 (ATCCCC1-120.1) , TALL-1 [Cancer Research, 54, 1511 (1994)], KOPN-K[Cancer 
Research, 54, 1511 (1994)], NALL-1 [Cancer Research, 54, 1511 (1994)], HEL92.1.7 
(ATCCTIB-180) , HPB-ALL [Cancer Research, 54, 1511 (1994)], K562 (ATCC CCL-243) , 
CCRF-CEM (ATCC CCL-119) , CCRF-SB (ATCC CC1-120) *ffl^fc c Sfc, JElgMMt 
LTb h£\,^»m&&<Dlimjft&mm (HUVEC) (CloneticsttJcSSfA) *fl!Hfco 

nrnmiT-m ^nfetab r vegf ggf*Fit-i 9u—±)\,mi&>\i vmMWfc 

tn b h VEGF g^ffc F 1 1-1 J $ u - J-JVififc KM1730 33 J; V KM1732, & 6 Utz =3 > 
h u — LT, 7^ IgGl £^*tcJRU ipob h VEGF gSftFlt-l tcttS 

Jfc-l*"S\ b h MxA gfiltMKtST^x^y^D-^l/trift: KM1135(W096/05230) 

2 x 10 s fi 96 ^7 ^ r u - h {c«fi«UBfei6«IS1lr«( 1% BSA, 0 . 02% 
EDTA, 0.05% 7i?1t±b U«>A*^trPBS) 100 /z 1 (c!B« LT#?± U£o 4°C, 350 

KM1732 fcx^S fc fcfc bT**- Xtmm KM1135 n > b p -JVtfi^^n^nm £ 50 
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U 1 (10/xg/ml) *«anU 4^T?30#FJKJ£w*H*fco 200 ju 1 ©*jffi«BIS 

SftfefflaSJSSS^^KJD*.^ 350 xgT? 1 4MS3*iii^«8L ±»*Ufc§ffllBS© 
^SrfTofeo C<3Dgfeift8f^**e>t 2 ElfTofc^ Avidin-PE (Streptoavidin-R- 
PhycoerythrinXGibco ttS)* 5 jul g/ml ©«ftft«tr*ft«Ba*€Sffl««* 20 /z 1 



htfflgS KM1730 KM1732 



SBC-3 
SBC-5 



Calu-1 
PC-10 

PC-7 
HLC-1 

Colo205 

He la 

MCAS 
OVCAR-3 



5S 
MKN-1 
Katolll 



*L1S 
R27 
MCF7 



HPAF-2 
BXPC-3 
Capan-1 
Capan-2 
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^— ^yUMS KM1730 KM1732 



> ^ / — 

G361 

Sk-Mel-28 

NAGAI 
YT-nu 

A172 
T98G 

Jurkat (T) 
U-937 (Monocyte) 
HL-60 (Promyeto) 
HSB-2 (T) 
TALL-1 <T) 
KOPN-K<Null) 
NALL-1 (Null) 
HEL92.1.7 (Erythro) 
HPB-ALL (T) 
K562(Myelo) 
CCRF-CEM (T) 
CCRF-SB (B) 

HUVEC + + 



++ 
■i- 



++ 
+ 



29 



WO 00/52470 



PCT/JPOO/01294 



m lHtC^bfccfc^irbt h VEGFg^*Flt-l >7 D-^-;Hft^KM1730 iS<fctf 
KM1732 tt N KM1135 3> h D-^in^-ft^T. t h VEGF §gft:£fg^bT^ £ 
HUVEC-5620 ifflBStCSJfcbfco fiJfMw8Eli3T';&3 KOPN-K. CCRE-CEM. HSB-2> JURKAT 
COVvCtu tfufc h VEGF g§f£ Flt-l^^^D— ^-;Utn;^KM1730t5 t tU t KMl 732 
KM1135 3> h D-;HSWcJ:b-<S^Ufeo tfit h VEGF g3=?#Flt-l ^^fo 

-^-;Ha^ KM1730 43 &.H KM1732 t±s G361 MM. CAPAN-1 fflj££tt£ < £ft bfcfro 

fee 

^© SlMIBflSiCOO-cyu 4 Hfflifill&t* Jurkat, HSB-2, KOPN-K. CCRF-CEM iz KM1730 
*5 J; KM1732 #KJ5&bfco KOPN-K, CCRF-CEM ^OV>T(± HUVEC tlSI^©^^^ 
b. Jurkat. HSB-2 ictniTtt HUVEC J-)U:©i§^SJSt4£^b to HJ&bfe4«©6 
lfil#i»tf>?t> 3 M (Jurkat. HSB-2. CCRF-CEM) lZTMM&V>&!tiLlm-Z$> ^ 1 « 
(KOPN-K) &-#TfflM#Bfflffimc>& feo Ttt^filfll^t-^>^'Ctt5M 

fMH¥±&tf* *bi*b. mm. m.m> mm, *<t^ *mi*e** 

Tttat 24 ItOftiniatt&ttttbfefi'x in VEGF Flt-1 ^ D-^;Hft# 

KM1730, KM1732fci::£<.KJSb&a>ofco 

*^B^(±> t h VEGF Flt-1 lz!&m<tot l z1l&-&?2> : E; ta—i-fririte&ffl^ 
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1. fit h VEGFS^Flt-ltt^S^A^ilL.'r^WT^ajfil^^^Kf^o 

2. fit h VEGFg^Flt-l fiifc^ ^ J >7 P-^I/fiffcTife £ C i: Sr^ht* 

3. fit h VEGF Flt-1 fiffc#\ KM1730, KM173K KM1732. KM1748 iJitf 
KM1750 A>£>&5g¥J; £ Mfcf n^fiifcT* 3»$Jg 1 !B«<D»**o 

4. fit h VEGF SSffc Flt-1 fiffc^ t hfbtfare*S»*S 1 IBtta&BrXo 

5. fit h VEGF g§#:Flt-l fi##\ Fab. Fab\ F(ab* ) 2 . — #iMfiffci$<fct^ 

6. fit h VEGF ggtf* Flt-1 fite£>\ IftWttlRlffiTC*. fi^KSfcttfi^OJII 

7. fit h VEGFSSfl^lt-lJS{*S*»J*^ 

8. fit h VEGF S^ft Flt-1 fi#^\ ^ n— ^l/fif*:^*^ iSfifatt 

9. tat h VEGF SSffc Flt-1 fiffc^\ KM1730, KM173K KM1732. KM1748 * <tV 
KM1750 A* e> * S8¥«t ?) Slftfttf * 7 fiE«a>f&lfclilo 

10. fit h VEGF g^flc Flt-1 fiffc#\ t MbfifTefe S3S*JS 7 83«<0JS«I!lo 
11- tat h VEGF gSfls: Flt-1 fiffc#\ Fab, Fab\ F(ab' ) 2 . -*ilfiffc&£^ 

* ;i/ 7 >r H $^<bfi&;b> & & S 8¥ X K) IKft S S » jRffi 7 !3*6©?&*Ko 

12. fit h VEGF ft§# Flt-1 fi#;#\ mt&mtiLTtm. laKSfettfi^O 

13. fit h VEGF ggffc Flt-1 fiffc£ffl^£, filfil#i©»»T#ffio 

14. fit h VEGF Sk&ifc Flt-1 fif***. ^7 *D-^;i/tft<t:T?*SCi:S^»t 

15. fit h VEGFSS^Flt-lta*^ KM1730, KM173K KM1732. KM1748 #&Tf 
KM1750 &*>%:2>m&t) SjnfTC* 5 1 3 H3tt<2> Sifil^co^Sr^o 

16. fit h VEGF g^ffc Flt-1 fiffc*p\ t hfcifcftrc* 1 3 f3*Ofiifo 

17. fit h VEGF SSi* Flt-1 timifi^ Fab, Fab\ F(ab' ) 2 . — #«ffiiM3J;tf^ 

18. fit h VEGF Flt-1 fi{£#, fflcWteHttTu** gfiK$fcii{£#^<D 
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